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10 Hfjfbgftr 

hpyt;#xfy (TPO) tt, 1994¥^I,$tl7tj4L/h^^TOia^'Cfc 
5 , £fclT*-CjS£ $ ^5 #T-fi 7 75- 8 * wa» e> * 5 - £ p, 

15 hay^ify (TPO) uirT^-lt, jh./J^RteSrlWSi"S1*ftW 

l^§ftc-Mp 1 £ fCTPOi 0jtefc:|*lj££ih/"CVVfc (M. Souyri et 
al., Cell 63: 1137 (1990) )„ c~Mp 1(4, ^WMI®^ mgtf&RTfjh'h 
fcfc^fcU c-Mp 1 ©I^©WJ^g^«^»Clft 5 ^ i: 
££*lfc (M. Methia et al. , Blood 82: 1395 (1993)) e -t bt, c-Mp 1 \C 

20 ft-fS V Ktt, c-Mpl!)^ K4#IIW»I&0«I*T s/-fe-YRt>*^^ 
i: UCc-Mp 1 tlVWD^y KottK^feTPO-Cfc* 
ft (F. de Sauvage et al. , Nature 369: 533 (1994); TD. Bartley et al. , 
Cell 77:1117 (1994)), 5tgE % Mp 1 fiT P O fcffcStbTV^. 
fc#>, TPOfci(;TPOU't7 B ^-©7^7 Hi, ©jk/J^^^©?& 
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2 

b<DX*hZtK -*iFv©^7- [bispecific] 

5-*S|FvtD^f o^^-^^Pj^tV^ (Kipriyanov et al. , Int. J. 
5 Cancer, 77, 9763-9772, 1998) 0 ift&tt, *M&|SI*«fcfl*£tf £ fc± 5 

W;ttf»l&©*Hb ' U}«[fcH4--t5E POS*#tcMi"5tt# 2 0 0 
0-9 5 8 OOf^i), MuS KS:£fls:tC*H~£#iffc (Xie et al. , Nature 
Biotech. 15, 768-771, 1997) &i^*0bftTV^ o TOPVt^H: 

15 (W099/17364) o L^U hfffl^t5-*iF vC^^-fci^- 

2 fflffifcfl£*?©3fe£0tft: v ^ x tt«#f±* v \ 

t5*/^n-t/« (MABL-l*5J:U ? MABL-2^Cfls) &&#U * 
±©lAPg£ft£» (2*ftfc) 1-5££K:J:0SttlM&fc^^* s fi* 

25 £^L5<5:: i^-f-SfeOX'fcSc 
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mm(D^m*mj&u^^k*m£i-%h(DX'hz> a 
Kojtffl^m^-rsi^^ii^^K) LxftKmLx^zz.tzvjbxn.mL 

10 £bf^ #3gTO«\ £t##^ (who 1 e IgG) ^-*iFv^-T'- 

#35W<0Bfegtt;#«:x fflW^CVf^ttSwho 1 eOft# (I 
15 gG) <t^LT01 : {c:^V^tt^#LT^'9, £ bfcttft^fcJt^^JI^ 
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10 *55W©akSEttftW:N »f t < li 1 oojHiV^U 5 1 LiVHiH 
5 C 1 otOHf VTOO 1 1 <3C V^^tf-*iF 

M-rs xt± 2 -^(DHmvmmRu 20© l«i v«£^tr-*«^ y 

(cis/trans— 3 — Z^x— l/>\ cis/ txans 2 ^^"T cis/ 
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5 

trans-S-^^-l^&J^cis/trans- 3 -^*1S~Ul/i££) X*hZ> 0 
9 = 

*l8Mt^V^, TP07=?=^ hft$©ED50ittt, WTPOT^h 
10 flUB0ilB£ft±9#*3££#^*5. AMJfctts BaF/mpl^UT7/ 
T P Oft if©T P O^JE&t^^BJ!34!|c%rffiV^^iiRBJ8gi#m7' y-fc-f % MPL^^O 

©T^^jfii/j^iHia^rs/irw, t heiufsga^stewuett (cmk) 

fcjk/J^JgGPIIbllla (fctGPIIbllla) $&$©fl** gtf iil^, (DA 
15 MI) tfeit5«»<b©fNf«Stjc:J:»)asrt-5^i:*-e#, -t©RlS«*lftlSl© 

*V*#fcLHvm«©tt«r*rt-a I gG^© whole Oftflc (UT, fctftftiV^ 
20 9) £JfctfcLTI^Rl:©TP07=r=* hflMB (ED50H) £^1" L 

lil0t£ll©TPO7^ hf^ffl (ED50 fit) SrS%-f t©^S»*LV\ 
TPO^^-Cli^tS^, TPOT^ hfffflSrHJl«ItW*4V ,k * 

»4, (TPO) fcJfctfcLTR$£U:<0TPOr=*=.* hfl 

(EDSOfi) ^©H^V«^2o^±SO t LS^V«^2o^J:^tP 
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{k&to r ZbM^1>*ftZ>is<D~ei>£<. TPO<biti&bT2f£a±. &&L<1* 
5{£J£JLh, $bl:ff*L<lil0§£l±WTPO7^h^ (ED50 jit) 

r^fej *38W©*aStt#^IRbi*» who l eOlfl:, 
5 F(ab')^ 20^±, &tL<li2-6, $ b < fi 2 ~ 4 % 

* fc nAs£* £t#c& i ifcuj lt N i/io EiTciiaiiifis (edso «o % 



15 sMSWttiiaakStfiftOT POT =rs* h L-C©4fc/BlcH-fS. 

4, T P o i/t y ^ y ^7 S© U T P o 7 =f =^ hf£ffl££b£ 

25 ^^V^SXIiSMSr-fcot, 1) TPOVt^HCftSWlC^t 

U 2) TPonry^-^^b-rv^M<b«^ta:^<t^^*$*, 3) 
TPOU-fer^-Sra6«i"<5ii:H:J:0'K»jaiJ:4i"5TPO7'='=^ 
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*5SW©akSg^f±, (mono-specific) afcSHKfrT? , HS#Mtt 

5 (bi-specific) &%W&r<0&W&Wk (multi-specific) MK^otfe 
<fcV^ »*L<H^— WStt (mono-specific) gkSBtft#"C*» 5. 

#3SWte£fc % BkSEtt#:OHilV«i«Rtf/XW:L||V«*^, t 
bttftft*OH«V««Rt;L«V««tt, 0iJ^ltfWO9 9/1 0 4 9 4f« 

15 flVfWfcfttf/Xfifc hS<bLf(VlR*-ea!>5*3E^:*K:BBi-5, BfHifctt* t 
h^y^n-t/«LfVii|©7^7^f^ (FR) itMWI 

fLid^j (flifcfi, -v?*. 7'7f, tys?, -Uvufcif) ©*y^o-^ 

^C^OLf^V^^CO^i^i'te^!:^^^ (complementarity determining region ; 

20 Hiv^©FRi:t hW©«ifLi&#) (fllfcff* ^**> ?yK tS' 
* iM'fcJf) f/utt#:©HilV|i*©CDR*r^Ot hS<bH|HV 

25 #J (W*.fi % ^fr*, 7 7h, t!7v\ fvK = !7MJfc£) O^E-y^D 
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5 *&*T?*>*. 

10 Sr*tf«#»±»*»i8i-« - i: £#mt1-6-#f(F v ©^>f -r-©Kift£«fe 
KM**-*. 

15 ftn:, »TPOT^ h*3afifc*^«uS#i: LT£*rt-SE3K»» 

20 100LiVW^tf-*«Fv©^v-)ili2oOHiVSW2o© 

lit^^tt> 1 1 ©* y ^ o -t/^i t o tKJIi:^ 

25 1-5„ 
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v«*or5/»^J*-»*astfcH«vlH«t>**Wi-*5»tSH*v*«t!: 

10 *»Wfc*5»t*L*V««fctt, TPOHzT'^'-fcSSfcU B.ogNB£-?«r 

15 fc h^/^P-t/^ftLlVl^FR^^^^o^/V^LiV 
fCfftSU**, t hA3K©T5y»R9>ISrW-t-5L*V«*t'b»*LV\ 

20 Mte^M^ (CD R) 

ttifefcflWi (CDR) ^<fc<9igf££*VtV^ (Kabat, E. A. £> N TSequences of 
Proteins of Immunological Interest] US Dept. Health and Human Services, 
25 1983) 0 

mm±m<07V-l* x 7-? l om (FR) <0&< B-- >-MS3fe££^ 

-e ©^m 3 i@coc d r jt/t— u cDR\m&K£<o b->s-bmm<D 
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K£W£*R:{$3$£tK * LXtt&ft-tffitUD 3fH©CD R b&\zffl& *S£SMfc 

««OR*PT 5 /ttBBJIli SrW-d-tS w ifc Kabat, E. A. £>> 

5 TSequences of Proteins of Immunological Interest J (D i &fc%&fab%j\Q~t ^- 1 

-^jF v 

-*«Fvli, **£LfcH*V*#RtfL*V««*r£tf# 

t-i^-a-rS M$K¥l 1-6 3 5 5 7 -*§•). #38H©-##F vKfcV^, 

Hu 13 bTX«1«*J «fc 0/ * It it C D R ©— SP * fc ft * O T ^ / ©— «U £ ft^ 
(08;lfi. ll*XW:ttllD) i-*ifc*«"T?#*. «S|©-*iF v fctSfft 

L-m, [h^v«] - [Lmvmm. umvmm - [Hivf 

20 2 O^lOHl Vfto 2 0^±0 LiVgil jfr*L<H:**2 

~4> 2 o#ip-#$«ft;ftfi, ±$©J:?&2oRJb© 

25 [H«HV®#S] - [LilVlR*] - [H*V«*] - [L«V««] 

[L«V«] - [HIV«] - [L*dV««] - [H#HV«] 
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**WK*5V^-C. HiVi«i LiVSiti: y y*-i: ttil it 

WfLtts Protein Engineering, 9(3), 299-305, 1996 fcM^SixS ^ — Srffl 

S e r 

G 1 y • S e r 

G 1 y • G 1 y • S e r 
10 Ser 'GlyGly 

Gly -Gly 'GlySer 

Ser-Gly-Gly-Gly 

Gly-Gly-Gly-Gly-Ser 

Ser - GlyGly - GlyGly 
15 Gly GlyGlyGlyGly Ser 

Ser-Gly-Gly-Gly-Gly-Gly 

GlyGlyGlyGlyGlyGlySer 

Ser - GlyGlyGlyGlyGly Gly 

(GlyGly GlyGly Ser)n 
20 (Ser «Gly Gl y Gl y Gl y)n 

25 mvnmi - [h«v««]) ^ej^sR-o^fe^Mtsr^i-stcra** 
[L«nvffi«] (x» [Livnn] - [h«v««]) a»e>fcSffl-©Ci;iKI££ 
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7*/m, »*t<l±3-3075;«, SbfcSJ* L<li5~2 OT^it' 

fflV>fe;h,T^$#tiEflU 0fl*.tfN-fc Kb^^'>W5 K (NHS) 

(DSSK (T./M^^v'W 5 vV>) 
U-h (BS 3 h v^^tr* (^^VW5^pW*-H (DSP), 
f-*tr* U/^^^y^^^aW-H (DTSSPk ^Wif 

10 Da-A/W (^^i/y^;^^^M (eg sk ^f-ix^y 

5 s^ufi^Hifi (D ST), V^jv-fo*? S; i?/HB^Saft Oayufc-D S 
T), If* [2- K^e^M^/U^v') ^yU*:/ 

(BSOCOESh \?* [2- (^/UtJx^^S/W 5: K;**V;!7 A-tf-^^r 
15 vO :tfvu] W-BSOCOES) ftif-CfctK £ *l b 

ft 3. -*IF v ©#Ji: U, WO 9 9/1 0 4 9 4tC|Bm^tL5 1 2 B 5$tfr, 
1 2 E 1 0^l^*t5HfViii LUvmKSrW'f-S t©W^5. 
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9 D-«i*OH«V|«t LgV^fcrtS s c 1 2 B 5 
(y V*- : 1 57^;;^), scUElO (P^-: 157;yi), db 
12B5^v- 5757^)^ dbl2E10?V^- 

fc5-&*g©|fl?ij, «*.tfFLAGE5llftir*ffA-r5ii:* s -C#5. -©*£\ 

10 *3BW©3kSESrf^"t-5fc*K:W:, cftSra- Ki"5DN A, gp*>-#f*Fv 
Sra-K-TSDNAX fi#»Ji£-#«l# !) K * =» - Ki" 5 D N A 5 ft 
K^fcS. ^tbbCDNAfi, s c 1 2B 5, d b 1 2B 5, scl2E 

1 O&UVOmd b 1 2E 1 0©*£fcttlSWBF vS*©HiVlWLiV 

20 M©75/®?/$^3^ g^fcU<«#^JP$tL7 v cT5y^ia^JSrW1-5V^^ 
fcfcl, PCRMV^l 2B 5jfi;{*&t>*l 2E 1 O^ft© L#|V«£ii4I 
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5 ^iJPSMH i n f I^»&^iit-t-5|B^ijGANTC^^L, ^LT3'-* 

p - ^ y ^-f- ^ fc & £/g v > 6) ft 3 PS 5 % flfc^fM K»*-SOWf*Pfifc-c h <t v > 8 

10 ^KSt^tlfcPCR^-T^^fflV^X^ 12B5^, 12E10» 
#V«fc& = - K-TS c DNA^-etue>0 5' -&t>*3' -^iC^V^iBa** 
SSa?iJ£*IAL-C, Ztibtm^t *-\zmg>\^A£thZ £ 0\z. Roth 

15 :77>rv-&JBVvrPCRfc:«k t»li(BtT#fc 1 2B 5^> 12E10tt#O 

=&v«^, n©t hcw^sr-r-cfc^w-rsHEFasi^^- (wo 9 2 

-1 9 7 5 9#BB) teffALfc. ^n-^b$tbfcDNA©IB^Jft^tttt*W# 
&s SiDNAv'-^iyt- (Applied Biosysteras tt») fc/BV^TTr 

-K«±3fc;^7>r^-£B9!t|-U ^ti£ffl^TPCR^T9^f-J:oTm 
Mcr> r 5 7 ®£1B?IJ*3 J: tfft £ £ K JJ - £ = - K1"5 D N A Srffc 

- Ki-*DNA«r3g*jH-ixtf, 0fS©^y^ KiJ 

fls* = -Ki-«DNA*#5nt*S"C*5. $ kfc. lo©$|^^3- K1~ 
-SDNAfcfcSrtj&s-etfttf* fiinEDNASrttffitcL-C, * UTS* © JJ 



WO 02/33072 



PCT/JP01/09259 



15 

^fc, «B^fCfcMj-^^^^^V^{i, ^5t5<7?» (fclAtfx Sato, K. 
5 Cancer Res., 53, 1-6 (1993)£#»C £fflV^ - £ £ r>X , t hS 

^©DNA, M*-ltt hirC^**^^V^^3-K-r5DNA^#?.^<t^ 

#3&B©efc3$W*tf^ -S&mtt (bi-specific) 55:WX'fc5^, ^f*PO 
^fe (flIAfi, W09413804 -§^«fclB«l©*ft) mJ:9f^K-rS-i:* s "Ct5. 

#mfifc-**F v W^tf, C O S 7 CHOlto £©tM& 
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io xmm&mfcmtmmmm, 0micos7m^xncHomwx 

%CbftX%% 0 thf-f M#'p ^/l^ (Human cytomegalo- 

virus : H CM V) MM (immediate early) ^D^-^-^ffli"^©^? ^ L 
15 V\ HCMV7'o*-^-^t5li?l'<^^^O^H-tt> HCMV-VH- 
HCyl> HCMV-VL-HCKftfeoT, P S V 2 n e o }c£ 7°7 * 
5 Y^ff- (S^M^IBW0 9 2/1 9 7 5 9#|$) i^itb5. 

20 VJJl'Xs ^^7y^;^4 0 (SV4 0) ^^O^^^^^p^E— -*»fc 
h • 7}f y^^Kf-o:-^ • xoy^Va y-77^^-la (HEF-la) 
^^©"ifL»j^»A*^yp^-^-^fflv^«j;v\ $J;itfs V4 0£>t°p 

^^^OT-r^^(4, Mulligan, R. C. b<D%& (Nature, 277, 108-114, 
(1979)), £7t, HEF-la/o^-^^-OTt^tt, Mizushima, S. b 
25 (Nucleic Acids Research, 18, 5322, (1990)) \Z.%k.\fmM^M1^rt^ 

^hftXZZo 

&m&m (or i) <btX(i, SV4 0, ^'iM/l'*, T'fJ^^iV 

* % *s<t°u—?$^;UX (BPV) ^69*^C9or i ^ £ 
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') IlfcSVMil (neo) 3t£^ ^v^*"?— * (TK) jt{£^ *M 
^f-v^^-^T^^^^^y #V;wb7^7X7— if (Ecogpt) tt& 
KnUIKiTcW* (DHFR) ifcfi^Mf&'&if £ 

i a), H»flii^lll)^ (el isa) *fctt*a5^fX*y*i»*©R 
f^ffl ©M ttMt 5 - 1 &x* # 5 „ 

K«tfc»^5Wflas ^jitfcos7«ftcHoiMMu wibj#*l 
-©te-asrSHrrs. LT3gm^*^©^«®&&Lfc«©i#*± 

15 PL *ai«!3B5.$*fc B a / F 3 #388©3fcSEttfcfc if©ttW«ttX«4# 
in vitro T'O-V^t/l'filiSIW («A.tf, £»©«. 5Hb«**fctt 

In Vivo T*©F?^^«^Jx.^ , 7^^MPL * P«— Jvl'fcWfc 

25 #»H©iSfc«in#» »»t LTPBS«f*ri»-^-r«. -tUT, ^ ^M*©!^ 

RVL«IV«*S: 2o^J:^tpBkJEttfr4:f^Rt» #Rtf-tfE© In vitro 
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in vivo x*<Dmmnmz£ v*m\<o®&fafc*** y-~y?ir5ztK£i 

*5SW©8fc«tt#tt, 2 o»l©H| V WO' 2 O»±0 LlVW, &* 
L<tt#^2~4, ftKftt. L<l*4* 2 o£tf ?K lo?)HiVil 

5 WlO©LiVi^^tf-*iFv©^7-, Xti2oP;jt©HiV^ 

*3BW©afc*Rfrr±, WiWfc'ri* (#1*1*1 gG) fcJfctfcLT**fc<6£*flS 

^MO**tt(frO«3fc!SrjSfefc*JV>-CfflV^, t h I AP{C*f1-5^!>^MAB 
L-l, MABL-2»I4f5M/!i K— *\ MABL-lWMAB 

25 £Bf (£#»0<tfiU*--TB 1#3-^) Kl, 1 9 9 7¥9^UBt, SK# 
■§-ei}X-e^FERM BP-6 100, FERM B P - 6 1 0 1 t LX BRMF 
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5DNA©^0-yft) 

t h IAPW5-7T)7^y^o-t/^MABL-lMMABL-2 

5 1. 1 ^yjyfj^RNA (mRNA) 

A-f^U K-^MABL-lXtAlABL-2H©mRNA^ mRNA 
Purification Kit (Pharmacia Biotech *±$S[) SrffiV^TflM Lfc 0 
1. 2 IfflcDNAOM 
$J lng©mRNA<t <9 Marathon cDNA Amplification Kit (CLONTECH tfcfi!) £ 
10 fflV^-**cDNASr^fi!SU T^T^-taSfcLfc. 
1. 3 jftftifrMi&Sr 5 ^K± 5 jjfc^-O P C R fefc J: 
Thermal Cycler (PERKIN ELMER *±jK) Srflj^T PCRifeSrfrofc. 

(1) MABL-lL^Vjg^^a-K-rSitfi^Jiffi 

p c R?fe(cftffl-r ^ 7° 7 >r t *?~f$ -(ow^n t w -? d ¥j x-t 

15 3SB?iJ#-§- : l^tT^!?-/7-f^l (CLONTECH tfcK), RXf-vV** 
y 'VSLLftGftfflgffl t ^ -7 D ¥4 X1-^|B«-§- : 2 [C/TfMKC (Mouse 
Kappa Constant) 7° 7^ (Bio/Technology, 9, 88-89, 1991) SrJfjV>fc 0 

PCRSt5 0pll±, 5n 1 CO 1 OxPCR Buffer II, 2 mM MgCl 2 , 
0.16mM dNTPs ( d ATP, d G T P, dCTP, dTTPk 2.5^ 

20 ' ~y h^DNA^y * 7*~g AmpliTaq Gold (£A± PERKIN ELMER 0. 2p. 

MOSB?lJ#-^ : 1 KTfi-try^^—'fy^^^-iL 0. 2nMcDlB?iJ#-§- : 2^-f 
MKC7°7-rv-S.t)?MAB L-l ^5l5©Z*0cDNA 0. ljxg SrgtfTU 9 

7 2 °CtCT 1^20 50>WK C 0jfi#-CJnJfe t fc„ ' ©ffltfiM' ^3 5 ISIKfc 

25 Lfcft, g«I^ft^Ii:7 2"C-ei o^M*q*Lfc. 

( 2 ) MA B L - 1 VM?: g - K1~5 c D N A?)*f ifrg 

P CR<Dfc#><D7°7'(^~ t L-CiH^iJ## : 1 K^iTT -7°7 ^ 1 > 

a^jff: 3JC^i"MHC-Yl (Mouse Heavy Constant) 7 7 J-?— 
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(Bio/Technology, 9, 88-89, 1991) SrfflV^fc, 
c DNAOit*I(i, 0. 2vM<7)MKC77-J-?'-<Dl\frt)^0. 2uM£>MHC 
-Yl^7Wv-*fflV>T*«LfcjSS:»V>T, WBB1. 3 (1) t*3V^TL«V 

5 (3) MAB L- 2 LjKVjgffifra— Ki"S cDNA<Dijip§ 

cDNA©if*g{*. MABL-lft*©-*|cDNA O . In g ©ttfc 19 
AB L- 2*^©-«c DNA 0. lpg *EVvTi|MBLfc£*rl!fcVv'C, AHfB 1 . 
10 3 (1) fcfc^TMABL- 1 LmVWtfo&¥<D#m\C<)^XWMisit<OkR 

(4) MABL-2H<aV«ac»3-Ki-5cDNAO^<§ 

Rtf ia?IJ#-*§- : 4i^tMHC-y2a^7^-7- (Bio/Technology, 9, 88-89, 

15 1991) zm^tco 

c DNAtf>i#(|>Sfi, 0. 2nM©MKC N'-©!^ !) C 0 . 2iiM£>MHC 
- Y 2 a^9>f^&JBV v riffliLfcA£ll*V v C\ BUlBl. 3 (3) fc*5VvCL* 

1. 4 PCRMtOHl 
20 SSlS©J:5^b-CPCRjfe^J:l9JilSLfcDNA»fJt^QIAquick PCR 

Purification Kit (QIAGEN fc^TftMU ImM EDTAmtS 

lOmM Tris-HCl (pH8.0) R:**lfc. 

i. 5 an&iaBg^ft 

±IB© <fc 9 lC L"CM L it MA BL-l4*-7^*'7^LiV«n- 
25 K1-3it^*^A/Cj$3DNA^#&l 4 0 n g&pGEM-T Easy-< 
(Promega 5 0 n g 3 OmM Tris-HCl (PH7.8), 

lOmM MgCl 2 , lOmM^ft^WHK ImM ATPM3^ 
= ^ T4 DNAJJ#~i? (Promega ttSl) $r&#1-SRJ&S£-ifc*T?x 1 
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5 °CICT 3 B#|SiKJfc £ Vtz 0 

liil©±|B*»«^ttSr*mDH5a(Z)3y^^h»te (m#»tt 
$1) 5 Op Heap*., *UT^©HWia**±-C3 O^K, 4 2ttCTl^HU 
ff t^7k±T' 2 tfc D &V>T* 100ji]©SO Cigffi (GIBCO BRL ttK) & 

5 an*., i o ong/m i ©r^fv-y y (siGMAttSS) mt5LB 

(Molecular Cloning : A Laboratory Manual, Sambrook Cold Spring Harbor 
Laboratory Press, 1989) *35»«±K£S>*»««:fc*U 3 7ti:tW 

i©»WElftfr*, 5 Opg/m 1 ©7ytV!Jy^fnLB^i3ml * 
10 T*3 7*C^-CJ**##U -tUTi©JB**3&»b QIAprep Spin Miniprep Kit 
(QIAGENftM) fc/BwrT^-XS KDNA&MKUfc. 

^5t-C#e>tbfc, K-?MABL-llci*t5-r^**>"^[L 
«V«** = - K-f Site^Sr^i-^y^^^ KipGEM-MlLi^L 

15 JtlBcDl^C^MoT, 'M^y K— 7MAB L- llcS^-rS-^l^^H^ 

pGEM-MlHt^ tfc. 

tfc, K— rMABL-2»Jl.*3|5i-5^^^*s//^SlL«VfiligtSr = 

-K-t-Site-T-Sr^-rS^^? KSrttfWDNAWf^bf^UlU p G EM— 
20 M2LtfSii&Lfc„ 

£fc, 'M^y K— rMABL-2^S^-r5-^^^H^V^^=i-Ki-5 
afit^«r-Sf*-r«^7^5 KSrttfjKDNAWf^&f^KU p G EM— M 2Kb 

fftBM2 (DNAOtSiJIJO*]© 
25 fiiIBB©^7^5 K^cOcDNA^— K^©±tSia^J^^(i, IS&DNAV 
— < $r>iJ— (Applied Biosystem f±$3) &t>*ABI PRISM Dye Terminator Cycle 
Sequencing Ready Reaction Kit (Applied Biosystem |±M) ^rffl^T, ^—fi — 
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/7 7> Kp GEM— M 1 U^£*b5^?*MAB L— lttfc©L0lVlRtt 
KpGEM-MlHl^W-7^MABL-l»H| 

7°7*5 Kp GEM-M2 JW?!)^MAB L - 2»Hi 

(CDR©^S) 

4o©7l^-A!7-^flJ^3o©jfipr«1R*, BP*>te*tttft5&W* (CD R) 

T^Stf, CDRfctfCTS/KE^gftttttfta^fi^ (Kabat, E. A. 

b N TSequences of Proteins of Immunological Interest] US Dept. Health 
and Human Services, 1983) 0 

^fi©7 5 y ^IB?iJ£ K aba t b J: 0 fBK£ ft/c#C#:©7 s; y m&W?' 



p GEM-MIL 5 

p G EM— Ml H 6 

p G EM— M 2 L 7 

p G EM— M2 H 8 



■ m i 

CDR(l) CDR(2) 

4 3-5 8 7 4-8 0 
50-54 69-85 
43-58 74-80 

5 0-54 6 9-8 5 



CDR(3) 
113-121 
118-125 
113-121 
118-125 
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^7MABL-2ft^«)) 

^7Mabl-i fafcZftmi-Z^? 9-*\mirZ> tz ft, * 

MA B L — 1 LlMHiV^^^- Kt5cDNA^n-y P GEM-Ml 
5 p G EM-M 1 P C RfelU !) » Lfc„ ^LtHEFM^^ 1 - 

«W«W0 9 2/1 9 7 5 9#{$) ^ALfc„ 
L^V«©fc^©HU^y7-Y-7-MLS (IS^iJ#^: 9) JSWHgCV^^ 

tcfr<D mjjy 7 j^mhs (mm%: io) it, <z> v$u$© y -^-ga 

^(nMti)*^— Kt'SDNAfW^^VXLloKo z a k => ^ir >"^^ia 
10 ?IJ (J. mol. Biol., 196, 947-950, 1987) SD'H i n d III ffjlJPSSfStgB&W 

1 1) Xt5H«V^«©fc*©^7 , 7W^-MHAS (KW*: 1 2) fi, 
J = - K1-5 D N Agfi?iJKW ? !> ?4 * LB.oX?7 >f * Kt— 

%mRVB a mH i Mmmmmt^ir z> «t 5 ratf 

15 PCRi^lOOnlll 1 On 1 (O 1 OxP CR Buffer II, 2mM MgC 

1 2 , 0.16mM dNTPs ( d AT P, dGTP, dCTP, dTTP), 5 
=3-=. y hCODNA/J^y / 7— If AmpliTaq Gold, 0. 4pMT O©^^ 7 >f 
^8ng©ftlDNA (pGEM-MlLMpGEM-MlH) fc^U 
9 4 t C©««[:T9«UW:9 4tiCTim 6 OtJ^Tl^ffiS 

20 O* 7 2 < C{£T 1 # 2 0 £ O^tttLfc, r OlL&lt-'f 3 

PCR£»£QIAquick PCR Purification Kit (QIAGEN &®f) £JB^Tffif$ll 
U Hind IIIRtfB amHI T*«U * LTLflVfWifclOV^tt, HE 
FM^^^-HEF -k HfiVfg^o^-CteHE Fjg^* *-HE F 
25 -YlC-tft-Pih^P-siJ'^Lfc. DNASa^^O^, E LV^DN ASa^'J^rW 
■T5DNA»fK-*'&tP7 P 7^5 K^^'tlHEF-MlL, HE F -Ml Hi 
Ltc 0 

4. 2 jM-ZMABJL^2^^E^i£^Z^ilM 
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cDNACflW^-^^^i p GEM-MI LWpGEM-MlH 
<D{%fc !)l:pG EM-M2LMpGEM-M2 H&^SiDN AM*! L7c,&£ 

*ft\t\ DNASB^^^, lE^DNAlfi^JM^SDNAllfriT-Sr^tf^? 
5 *5 K^^tL ; etLHEF-M2 L x H E F -M 2 H L1t 0 
4.3 C O S 7 »^ Pitfe^A- 

^7MABL-1 tfi&RXf* * 7 M A B L - 2 ffifl£©-jgt£$g^£«&1- 5 
/eft, (WlB»5l^^-*rCOS 7tttefc*5v^-ci<;*u/t. 

(1) ^^MABL-iaclfe^A 

10 HEF-MlLirHEF-MlH^^^t Gene Pulser i£fi (BioRad tfc 

M) hP^t'-v'a^J^COS 7»JJia^raiWK*sifeLfco 

#DNA (10ng) <h s PB S$>lxl 0~"M&/m 1 ©0. 8m 1 fc^a^y h 
(cAPx, 1.5kV, 2 5pF©£*fct>"?;l'*S:4-*.fc 0 
IH&fcTl 0#WJ©lltftt!IIIH©fc„ K ptK^-->3 ^AQ;a^^fc«Sr, 

15 1 0 % © y- ^ * ~f y ^ 7 y - !7 Sr^W-t 5 DM E MJfc#ifc (GIBCO 

BRLttM) fcflllfcfc. 7 2«fM*l©S, ig«±*£Afc, ifiiCf^«fcJ:9»ia 

(2) 7MAB L- lW^<DmB^X 
7MABL-2ft#Sfrf©|A(i, HE F — M 1 LtHEF-MlH^ 

20 ^ — CDftfr 1 ? MHE F-M2 L £ HE F -M2 H^<* * — SrffiVv/L&SrBfcV^-C, 
1MB 4. 3 (1) UUBfcLfcOfcraiilfrfefcJ:!) COS 7tttefcraiWJWS*U 

4. 4 7P-f>f hV- 

25 h y-^fTofco t MAP^n^^^et^wtLnioaja 

4xl 0 5 fli^ ^7MABL-lSMSHf:COS 7 «Bia©#*±fll*> 
S^li^^ 7MAB L - 2»^^*fcCO S 7ttOiSi±*fc5^tt3 
yhD-;^UtHgGl^ (SIGMA ttK) SrJD^., *±l\CXJ is*^^ 
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-> 3 yW»l, F ITCSCJSsLfcffit h I gGtt# (CappelftK) Sr*P 
^fc„ -Y^^-v'a >R08fcfr<7)$, FACS c a n^g (BECTON 

Dickinson #M) KXlkft&mZM& Lit, 

ZtoWZks ^f^MABL- lR#Rt;*> 7MAB L - 2ft#tt, fchIA 

^^y^n -^U^t^MA B L — 1 &t>*MA B L - 2 ©tllftlOVfl 
#tf> jE U ^*5t & 5ii#«6*i:4oft (Hi ~ 3 ) „ 
H 5 (Si^MA B L — 1 fcfcRXinffif&MA B L - 2 F v 

( s c F v ) «<D#M) 
10 5. 1 Sj^MABL- l#Cfc-#i(F v (Dim 

WI^MABL- ltftft:-*HF v LTfBKLfc. «MABL 

-lttfcHtfVfctf, Wfft^MABL-l^L|Vt«?r 
-t^WPCRfeSrffiV^ltttlL, SiBfi-5ii:^J:t), SWABL-lS; 
#-#HF v fctfag L/c 0 i©^«:0 4 ^m^t-^1"c ff**$MA B L - 1 
15 ttfr— #*F v©f^jKO^««)^6fli©PCR^9'f^— (A~F) Lfc. 

' H^V^tofc*«^y7-f v-VHS (/7^-7-A, mm^r: 13) 
i±, HiVfiON^^n^ Kt5DNAi:M7'!) ^XlloNc o I flfll 

HAS (T^f-v-B, 14) f±, H«V««© C*&£&=<- K"t5 

y y#-©fca©s&#:/?>f'-*'-Ls (7 B 7-r-^-c, is) 

!) y*-©N*ffi?;3^ KtSDNAi-W^U^XLloHiV»C* 

^7*7^f^-LAS (-T^-^-D, ETUfrfr: 16) y >*-©C** 
£ = - Kt5DNAC/^7"!j^XLloL|V»N*S^3 - K-fSD 
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LtlvM©fc£<Djiu;fr:/y-i'-7-VL s (T^f-r-E, EW* : 17) 

fc*©f^7^-7-VLAS-FLAG (T^W^-F, E?U## : 18) it. 

5 L$(Vli$©C5fc$&£ = - KtSDNAlW^y^XLIoFLAG^/f 
K4r3-K-f5E^IJ (Hopp, T. P. e> % Bio/Technology, 6, 1204-1210, 1988), 
2fi<E>*££fitlk=» K^St^E c o R I ^JPS^*^»^5rW-f § «fc 5 fcKtt Lfco 

fS-PCRW^V^T 3o£>KJ&A-B, C-DRtf E- F &frV\ -tLT 
#PC R£j*fo«rl*aLfc. ^-PCR^MIbHfc 3o©P CR»^ti 

10 eigflcoffi1lH4^J:0Tjyfe^^S*fc. fcK^ y7^^AMFl:iDir, 
WSfifcM A B L - 1 ffift-vfcm F v It a - K-f 5 D N A fritfNI L fc (J&- P 
CR) D ftfc, gl-PCRKlfc^Tf^ ff««MABL-ltt:*H|llV«*Sr3- 
Ki"5^7^$ Kp GEM-MI H (Uttftl 2 «r#HSh G 1 y Gly Gly 
Gly Ser Gly Gly Gly Gly Ser Gly Gly 

15 Gly Gly Ser (IB»^- : 1 9) = - 

DNAlfi^lJ (Huston, J. S. b> Proc. Natl. Acad. Sci. USA, 85, 5879-5883, 
1988) KpSC-DPl, S0SWABL-1^L 

iVi^3-Kt57*7^U*pGEM-MlL (Hitfll 2 

20 ||— P CR©|5gtf>#$5 Oil U4s 5p.l (0 1 OxPCR Buffer IL 2 mM 
MgCl 2 , 0.16mM dNTPs, 2. hODNA#U * 7 — £ 

AmpliTaq Gold (£*± PERKIN ELMERS), 0. 4iiM-f O^T"^ -r-Xtf 5 n 
g©«DNA^tl, 9 4^CW^»i?a^i-T9^-et-C^^9 4 < C(C-C 
1 6 5 6 C^T 1 #M&tf 7 2 S CK-C 1 # 2 0#IHK - ©HRJ*T?fliafc Lfc„ 

25 lOlltll-'f^A'irSBiaRttLtft, RJSM?:lt7 2tt7»iL 

PCR»A-B (371bp), C-D (63bp), £t>*E-F (384 
b p) £QIAquick PCR Purification Kit (QIAGEN tfcK) SrfflVvtHMU ^— 
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pcR-cTy-tr^VvLfco n~ p c ric^t, iiaxuong©!- 

PCRMA-B, 2 0 ngWPCRMC-DWl 20ng©PCR4 
J&feE-F, 1 Oil 1 <D 1 Oxp CR Buffer II, 2mM MgCl 2> 0.16m 
M d NT P s N 5=^=.? V<DDNAtf}) * i? AmpliTaq Gold (gJLh PERKIN 
5 ELMER tt») Sr-&Wi"5 9 8p. 1 ©PCRM^ 9 4t©WaSiC-C8^ 
^l« 9 4°CKT2#Fb1 6 5 0 C{^T2^St>*7 2°C{CT 2#WU -©II 

T 1 6 5 "CMT 1 ^IBXt/ 7 2"C('T1^2 0 fMHk ~ <DW*"CtM U 

10 ^oaUnM^/HfrS 5@RfcLfcfi, R^a-fr%* 7 2 0 C(CT7^P^MLfc o 
^-pCR^J;!9^Cfc8 4 3 b p ©DNAlSfJtSrlif® U Nc o iRXfE c 
oR I TfiHftiU #f>ftfcDNABfftf£p SCFVT 7-<^ *-»C* 
tfc 0 fcfe\ **^^^-p SCFVT7&, *iI^!l^5X^ii«a* 
|Cjgi"5p e 1 Bv'i/^/Ha^J (Lei, S. P. £>> J. Bacteriology, 169, 4379- 
15 4383, 1987) £r£A/?l>3 0 DN AlB?iJ#:£©t&, Sifi£MABL-l^-* 

Mli^Lfc (H5^#B3) 0 *^7^5 Kp s cMl|C^5S*fi!cMAB 

l - 1 fcfc-*mF v o^aa^jx^T 5 j tmmzmw* ■. 2 0 ^-r. 

20 -^f^M-rSTt*. pscMl^^^PCRSt:j;!)»Uc 0 ZLXftb 
ftfcDNAffifr^p CHO l^^-fciALfc. ftm^??--? 
CHOlfi, DHFR-DE- r vH-PMl - f (W092/l 9 7 5 9# 
Rg) E c oR iMSma I flHfcfcJ: Uttftae^-SrMfi^U, EcoRI 

-Notl-BamHI Adaptor (SfiigttSD SratSt-* - £ K«fc 15 

25 fi^Lfc^* — -C$>5 0 

n-Kt5DNAlW^HVXLIoSa 1 I M £ Wi" 5 IB 
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2 ^Tjct" F R H 1 a n t i T^'f ^-£:JflV*fco 

PCR^lOOplfi, 1 Op 1 ©1 Ox PC R Buffer II, 2 mM Mg C 
1 2 , 0.1 6mM dNTPs, 5a=y K©DNAtK JJ 7— £ AmpliTaq Gold. 
5 0. 4iiM-fo©#7°'7^^-> S.I>*8 n g©||MDNA (pscMl) U 

t>* 7 2 tJKT 1^20 fMHK - ©l«#T'» Lfc 0 £ ©fi£lM * 3 5 [US 
tt Lfcft, Kffifi«£#>£J5H: 7 2°C-C- 7 M» Lfc 0 

PCR^fiJiWSrQIAquick PCR Purification Kit (QIAGEN #$!) SrfflV^-GflWR 

10 U Sal I&tfMbo IIT«U N»SMMABL-1^-*I 
FvSra^Ki-^DN-AWfJtSrWfc. pscMH^-tMbo II R 

tKE c o R I U C^fijmMMA B L - 1 *nIft-##( F v =»- Kt" 

5DNAi£lrJt£#fc 0 Lt, Sa 1 I -Mb o II DNARWtRtfMb o H- 
E c o R I DNAGDrJt&p CHO 1 — I g s^**—^ p— ^V^Lfc. D 

15 NAia»££>m, ZELVNDNAiB^iJ^^-r^DNABffjt^tf/^^? KSrp 
CHOMli#*Lfc (HI6£#I§) 0 ft^ *«^^-pCH0 1-Igs 

fi, mim^mm^mm^m^i-^-^^^ i gGivmsja (Nature, 332, 

323-327, 1988) Sr£,kW5. Kp CHOMK't^tl^SMMA 

b l - 1 fet^-*^F v ©i&sisMwr ^ j m&n*w&m% ■. 2 3 

20 5. 2 StliMABL-2^-*lFvO<^ 

?5=»^MABL-25t*-*«Fv*lWlB5. ll^ot#Hlfc 0 »-PC 
RfcfcV^Tfi, p G EM-M 1 H©ftfr 9 fcW«fi6MA B L - 2 ^Hf(V|W 
& = -Kt5^5^5KpGEM-M2H (HJfctflJ 2 M'pGEM-M 
1 L Wftb !3 (uSMM A B L - 2 ^ Li V^Sr = - ^5^7*5: KpG 

25 EM-M 2 L 2 £r#fig) U S»ABL-2»-*iF v 

©E^7$ySfeiB^J&=^K1-5DNA|tfJt&-£t?:7'7;*5 KpscM2t# 
fc. *7°7^5 Kp s cM2(C^n5MMAB L- 2#Cft-«F v ©tt 
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p s cM2'<0 fi—<DtimKX. 5S#ri6MABL-2tt(|c— *f[F v© 
IEU*7SygSB?lJ& = - Kt5DNA»)t^Wlft»Pp CHO 
M2^^-^|t 0 *^7^5 KpCHOM2K£*ft<5HlSfiftMABL-2 
taf*-*^F v ©&ggS?ij;&.l>*7 5 7 iHEM$rE9!i#-9- : 2 5 C^-f B 
5 5.3 C O S 7 «^^itfe^j»A 

S«MABL-2^-*iF v©-ii<43B5l«r«M(|-t-<5fc^ pCHOM 

pCHOM2^^-^ Gene PulserSK (BioRad tfcK) ^ffi^Txl^h 
niRu— > 3 y[a9 COS 7j|»iajC?|!JJMEjftU*:. DNA (lOpg) fc* PB 
10 lxl 0 7 »/m 1 ©0. 8 m 1 fc^-a^y MciPx., 1.5kV, 2 5pF 

MfcTlO^WOiatttJWIHO^ xl^ Fn^i/-> 3 yM^fciJ!a^ 
1 0%©^iXMjfiL?t^Wi-5 IMDMftt (GIBCO BRLttfii) (Cjp^fc 0 
7 2B#W#*©«, #*±fc&*«>, »^WcJ:5iNeia«^-Srl»*L-rilIJR» 
15 *±i»«r»fc. 

5. 4 COS 7aaaijjJ:t»^^MMAB L- vOiiB 

p CHOM2^*-£itte^ALfcCOS 7 3(Wa»4l±»*^»t5S« 
figMABL-2ftfjv-*iFv^!)i^^yyn yf^ >-^ftf£ «t 5 IfeR tfc c 
p CHOM2^*-£jIf5^#ALfcCOS 7 »l#SI±if &t/= ^ h o - 
20 LX p C HO 1 ^ ^ - ^tfi^iA IfcC O S 7 jBaJj&i§^l±?f {COVETS 

DS«^&»£*tV\ REINFORCED NCH (Schleicher & Schuell 

0.05%Tween20-PBSCWl ^FLAG^i* (SIGMA thftg) * 

25 ^m^!7^I gGftfr (ZymedltM) SrflPx.* MICTW ^a^-S/ 3 

tfifeftM^ SS^i (Kirkegaard Perry Laboratories tfcftl) U 3§&£ 

(18 7). 

Z<D&^ pCHOM2^^-^ACOS 7«@|J:»^|;©»FLAG 
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F v ##jfc $ *IT V > 5 C «b ft® h 1 ft o fc 0 
5. 5 7a-t^ MJ- 

ttW^O^SraiJEi-^fc*, buIECOS 7«J#»_ktjt£ffl^T:7n-lM 
M hU— $rffofc 0 k h Integrin Associated Protein (IAP) ^JlffS 
^?*6MlE«fcL 12 1 fc3W±=i>> h B -/Ut LTpCOS 

^^-«fetUcLl 2 1 0»2xi 0 5 miC, #»lSMABL-2tt#- 
vBil^fcCOS yM^i&^itffoS^fi:^ hP-;Wi UTp C 
HO l-^*-&?&SMte&LfcCOS 7 »<£>i#*±?jf TKitdT-f ^ 

a^-VHySW^s v^ftFLAG^ (SIGMA tfcl!!) ttxifc 
^a^v'a F I TCflRttLfcffi-?'*.* I g Gfafc (BECTON 

DICKINSONS) Mxifcc »y^a^-^ayM»f> FACSc 
an^ffi (BECTON DICKINSON *t«) fc-C&#3at*S:»j£Lfc, 

Si^MABL-2^-*iFv|i, k MAPOTt5Ll 

21 o Lfcr.ifc.fctK roii^MABL-2^-*i 

Fv^b f> Integrin Associated Protein 77 -f — x W ~ £rW"t" 6 - t 

tmbfrbte-otc (88^11). 

5. 6 Competitive ELISA 

lpg/m 1 fcfflgLfcfci;FLAG#i;ft£9 6 frs/l^V*- h©#^*MCiP^ 
3 7 t C(CT2HF B H^^ h L7c D 8fe#^ N 1%BSA-PBS(CT/d- 7 

fc* : 26) £>gA LtCOS7 *BUI$i&£_hfi?£ PBS td~C 2 1£« 

Lfct>©**^i/HcJnjtfc 0 ilCt'f^a^ h 1 0 0 n g 

/m 1 fcPS Lfc fcT^WfcMA B L - 2 fctft 5 On 1 &tfJl|S»3& L1tWfcj$M 
ABL-2Kft-*iF vWOS 7 JW&JgaU:}* 5 Op) £ffi?PLfcfc©£# 
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h U?bTW> (Zymed tfcK) *1)Vk.tz. 0 g.M.KXJ f**'*-- 
Xfmffifk, mnmm (SIGMA *±g!l) fcflq*., »4 0 5 nm-t'©P£«£S>J£L 

*Oft*x SMMABL-2^-*iFv (MABL2-scFv) fi % 
5 =VhP-/KDpCH0 1^AC0S 7»^±«^ltl55t-CPJb^^t^ 
»^!)7MABL-2»k h I A PftfC^^STPfl* Lfc (012), 

ftMAB L-2©-tJx-etbOV««©3EUM»3fi*^ri"5 - fc* s *tt£:h,fc. 

5. 7 in vitro T^7^ 
10 t h 1 APSrite^AbfcL 12 1 0«> Rtfay ho-yi/i ftp CO 

S l^^-fciftfe^ALfcL 1 2 1 0», ^CCRF-CEMIM 

V\ SWMAB L - 2^-*iF v©7# A n n e x i 

n - V (BOEHRINGER MANNHEIM M) Jfefet £ t) tftW" Lfc 6 
Mlxl 0 5 -f@^, S»ABL-2^-*iF vMCOS7tt« 
15 *±fl(p*>«VM43^ h P— JVt btpCHOl^^-iACOS 7ttMS#*± 

t^M5 0°/o«PU 2 4Bf^i§*bfc 0 ^Of, Ann e x i n-V&! 

6**?V\ FACS c a ni£g (BECTON DICKINSON QM) \£X$k%3&&&fflfeL 

fc. 

Annex i n - VjfefeKlJ: 5HW©fe**BI 1 3~1 8 fc-tiM-?^ bfc. 

ABL-2$i#-*iFv (MABL2-sgFv) &L 1 2 1 OfMStefc^'C 
t h J APMIfelCf Ll/«^Lfc (Hi 3-1 6). CCR 
F - C E MflMSlcfc V ^tnyha -/MC Jfctfc LT * LV ^»56&ft^ Lfc (0 
25 1 7~1 8) 0 

MABL-2»*©-«Fv (jtfJJ^T^K) ©•|l^^mCHO« 
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pCHOM2^^-^ Gene Pulser^g (BioRad tk») fc/BV^C^t^ h 
P#>-2/ 3 ytJ:5CHOiWia»CjgKtelllLfc. DNA (lOjig) iPBS(C 
!K$BLfcCHOlimi& (lxl 0 7 M/m 1 ) ©0. 7ml Ufcfc©**^ 
5 y M:JOit, 1.5kV N 2 5nF©^fi(IT/^^^-^-X.fc 0 ifiCtl 0#ffi 

i?f^ft5il^a-MEMiti (GIBCO BRL |±M) Kfln;iig* Lfc„ #b 

10 £ LTil^LfCo lOnM methotrexate (SIGMA ^MM^CH 
O-S-SFM II (GIBC0 BRLtidK) ttfll, i#«±«£il*6. 

5. 9 CHOafel^MAB L- 2fefra^<D-^iF viPffill 

15 v 5 (PAN 1 3 0 S F, Jfi^^-f*^) *fflV^ft2 0fflF*"C«l6bfc. feffiM 
a- 2 OtSTtfRfiFU **«l$*RJllLT/BV>fc a 

CHO«i|i±»ii^-*iF v^ili, Blue-sepharose, MKn^ 

( 1 ) Blue-sepharose %7 w y#77 4^- 

20 t&#±?f <9M$£ 2 o mM mmmmm c p h 6 . o ) t-tio u it 

'C>#» (I 0000 rpmx3 0^) K <k 9 tfc 6 ±?»Srl?I««f?ftT? 

¥$tfbbfc Blue-sepharose (20ml) KSSflDU MMT*#7^£i5fc, 

mk, «»NaCl»0.1, 0.2, 0.3, 0. 5RtTl. OMlft 
«ttfc_btf\ #?AK8MiFLfcg&«£t$lilUfc„ SDS-PAGET'*il!9S 
25 tr#»WH^*^U —*«(F v*S?*B$*b*llS^ (0. 1--0. 3M NaC 

l^ttl®#) fcT'-^U Centriprep-10 (7^y) £/B^T#) 2 0^*1 Lfc„ 

(2) KP*W'**>f h 

( i ) ommwtz lOmMii ^mmwm ( p h 7 . 0 ) iai 0 af** u ^ 
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<< \t***ST/*94 Vt>7 A (2 0ml, BioRad) ^»Lfc 0 6 0ml ©10 

mM v ^mmrn (pH7.o t-# 7 a y ^ife»«faft**r 200 

mM^-Cil^{:±(t\ *7^R:»tLfciajC^IHU (019). SDS- 
PAGEiCfc t)#Pf^*^tfc*S*, I^AOT^Bl:-*lFv«^ 
5 ftfc 

(3) 

(2) ©S^AStl^B ^^tb^^X Centriprep-10 ^^TllU 0.1 5M 
Na C 1 Sr^tp2 0mM Btg&&ftti£ (pH6. 0) "C¥^b LfcT S K g e 1 G 
3 0 00 SWG*7A (2 1. 5x6 0 0mm) (C^P Lfc 0 # n-r h ?5 
10 2 0^t o W&;ft,fcW#$:SDS-PAGET?£*rUfc*g#, V>i**Lt>^StT 

(a bi) *siw©-*HFve*)9, yyHtiS-e^Lfc**, Pi# 

A-Ci^75^t±tD^fi^ 3 6 kD, j®#B-Cf;i|^7 6 k DK&ffl £ftfc„ fltfg 
U-*«Fv (A I, BI) «rl 5%-SDS-#yr*y^T5 K-^SrJB 
V^T^Wtfe. ^:/^£jl7n£i|?» *«aiqt?«BlU L a e mm 1 i ©#ft 

B9 2 1^1-^51^ a I, B I v^-fiifcaTattoasaPO^IcH^b-fH ** a 

rt±<Dft^mm3 5 kDld-^y K&4*.fc. EJLh©*Mto»6* A I f*-*$ 

^AlSOTl^TSKgel G 3 000SW*7^ (7.5x60mm) &r/BV^ 
20 fc$M4KifcJ; «5##f Lfcte*, ®^-A I fi^y-r-^t 0 -^©^ ®#B 1 14 

9 o %ei±^ 4t;x- 1 y±^^i«$nfco 

5. 10 7C)3ia^aT-©MABL-2ttfra^©-^Fv^y^7°^K^m 

25 cs^gngfim 

MAB L- 2mfls:**©-«F v Sr^M^rt^T^jW^^mi"^^^ 
SASH'S fc#\ p s cM2^^-^PCRj£|Cj; «3»Lfc 0 nbhtc 
DNAirtf&rp SCFVT 7l|^^-ClALfc t 
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= - Kt5DNAl:^^JJ y-fXLlol^a K^XtfN d e I fffflBRPftBtt 
»4fc«r#i"5Ey!l** : 2 7|:^fNde -VHSm0 2/7^-7-S(/t^ 

5 2i@©#lk = KyRVE c o R I *JI8»*^SilfMfe*^"i-5iB5l|## : 2 

1"VLAS:/7-l'-7-£^Wc 0 iifcfrT^^-^N d e-VHSmO 2 

f4*»«*ftrtlC-C»*ttfc38mi"5*i*, H*ViH«©N*Jj8Sr3- Ki"5D 
N AKW zf V ?4 X-tZ>&ft\z. 5 jjrfi<DMMZk*'£h~z\i^Z>o 

PCRWlOOpl it 1 Op 1 <D 1 Oxp CR Buffer # 1, ImM Mg 
10 C1 2S 0. 2mM d NT P s, 5»=yh©KOD DNAaK!J>7— £ 

±JC#tttt»l), lnM-fo©^^^^^-, WlOOn gOilDNA (p s 
cM2) fc^TU 9 8°C^T1 5fJ>WK 6 5^X2^1^7 4^X3 0 
f*Wk ^©li#-t?» L7t e ^<D«1M ^£ 2 5 Lit. 

PCR^fifeJfeSrQIAquiok PCR Purification Kit (QIAGEN *±$U) ^fflV^Tftiil 
15 U Nde IWEc oRIXifbU #b^fcDN AWJt* P S C F VT 7-< 
v--y?Ltc 0 «m^^^-p SCFVT7iiNd e IR 

OTcoRl ^}|ftLfciti:J:5 p e 1 Bi/yirjvmWt*Mm&inX^Z>o D 
NAia^lJ^^m, :E^DNAffi?iJ£W-f SDNA^-£-£tP^7* 5 KSrp 
scM2DEm02 Ltc (HI 2 3 <b) 0 #^7*5; Kp s cM2 

20 DEmO 2(^tl5MABL-2»^©- *iF v OttSE^JRVT ^ / 
SfeBa^U SrBB^I*-^- : 2 9 

5. 1 1 ^flj^»^jott-5MABL- 2fet^Efa^O-^F v^jJ^^K 

MA B L - 2 Sfrft F v ^ H^f K*r»ai-«*»***#«fc 
25 psGM2DEm0 2^?-^|fBL2 1 (DE3) pLysS 

(STRATAGENEtfcK) ^Kfc&L7c 0 #e>H7t^ o -^teoWt, SDS-PA 
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5. 12 ±Il«li^MABL-2^a^-^iFv^H/fKO 

mm 

iIteiU#btlfc«©->y^3P=-^LB^iii3m 1 }CT2 8°C 
T 7 B^ig* U Zth%7 Om 1 <DLB%m^mz-m%\ 2 8tCt-^«$: 
5 fro/to :©pre-cul ture£7LO LB^±fe^^li#\ ^t~7 7 
-^y^-^fflV^2 8 < C, ^ii^3 0 0 r pm\CX%^Ltz 0 O.D. = l. 5 

M^ii'M (lOOOOxg, io#) U «<b LXW\WLl>1tW#fcS 
mM EDTA, 0.1M Na C 1 , l'/oTri ton X-10 0 £"E5 tf 5 0 
10 mM Yy^WfcW&M (pH8. 0) &7Jn*L, iiWfe (out put: 4, duty 

cycle: 70%, 1^x100) 5 0ft£»Lfc o ^©»»««rit^» (1 
20 00x g , 10») ttaSi: LTISlfcLfc#Afcfc5mM EDTA, 

0.1M NaCK 4°/oTr i ton X-10 0 £-a if 5 OmM h V 
mWti& (pH8.0) nW&^Vm. (out put : 4, duty cycle : 50%, 

15 30#x2) &frv\ (i 2 0 00x gN io^) J: 9 IWS&K&ifcJB 

BW«6H*^^A#*6M Urea, 5 mM EDTA, 0.1M N 
aCl^tf5 0mM MJ^*Bfctt«» (pH8. 0) fc##U 4M Ure 
a, 5mM ED T A, 0.1M NaCl, lOmM 

20 -a£p5 0mM hi) ^tfiffH (pH8. 0) T*¥$tffcbfcS e p h a c r y 1 
S-300 (5x9 0 cm, AMERSHAM PHARMACIA f±$D 7AC V »|ig 

5 m 1 /#-e» U LTV>5iSi^*©-*«KF v SrB&fc Lfc 0 
SDS-PAGET'^tffb, ^^^U^O^T, O. D 280 = 0 . 2 5 fcfc* 
J:5^-y'/^?iigT*ffiV^yc:«X'«m, 5mM EDTA, 0.1M NaCl, 

25 0. 5M Arg, 2mM ii5cM^>^^^, 0. 2 mM llfci^^fty 
^tf50mM h»*ttl*afftt (pH8.0) £3* LXMVf * 3 EWt 5 £ t 
ct!9, ##jRUftf|s«rf?ofc 0 SfctCO. 15M Na C 1 m 2 OmM ftft 

am ( P H6.o) c»lt3IhB8Wu *ifc£**fTofc. 
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0. 1 5M NaC1^2 0mMiiII« (pH6.0) -C^HrfbL/cSu 
perdex 200pg (2.6x60cm, AMERSHAM PHARMACIA $tM) >f)\s& 

5 -Kfctf-*©*^ 5£gt°-^ ti^^e-^<D2o(7)t e -^^ttS$tT,fc 0 S 
DS-PAGEia5^ (92 1#i) &tWM*ifl©&ffl{fclfa^ 

»i-*£(F v # y K©*y ^— C'fc "5 , t/t'-^ ttf****^Mt© 

F v # y K©*& 4 fc 0 

10 5. 13 MABL-2j7C^|^^(D|tM-^F vT^y^y^KO in vitro T 

t h I AP&it&^AL-fcL 12 1 OMS (h I AP/L 12 10) £JEv\ 
CHOttS^lIttMCMABL- 2^5(5©-*iFvJKH7 , f 
K (MABL2-scFv) ©Ttf? h "-f *flifif£JBt\ i^02oO/o^- 
15 /H:TAnn e x i n - V (B0EHRINGER MANNHEIM thU) ftfefcj: OftWtfc. 

^-©yu ha-/Ht h I AP/L 1210 « 5xi 0 4 ii^ N £tftiW£ 

MS 3ng/mi -casan u 24 Btp^a ttfww^i uc, 5 . 9 

tltfcCHOMS^MAB L 2-*iFvO*yv-SW7- $ 
JfctfiJ 5.12 Wc^WJlSS*©^^/ T—TkXt-tf<< ^LTnyFD 
20 -/Ui Ltv|>^ I g G^tfrtCO^TtfeW Lfc 0 Annex in- 

6SrfT0\ FACS c a n^g (BECT0N DICKINSON tUR) fcT^*3ftftS:ftJ&L 

HZ©;/n ha-^tt, h I AP/L 12 1 0»5xl 0 4 §HC tflft 
lW*l**A3pg/m 1 TfSSiJPU 2l$llf|J£*&tCffiFLAGffift (SIGMA *± 
25 d) 15pg/ml T'tt L, JL\Z. 2 2 B$IH&* Ltz a flEffttft* 

5. 9T'#fcCHO«S^MAB L 2-*iF v ^-St/^^ hP-/U 

i I gGtfiftfCO^Tf&f^LTt, &#f£, Ann e x i n-V^fe£ 

fTV\ FAC S c a n&ttteT3bfe3fc££SI£Lfc 0 
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An n e x i n - Vtfe&fc «fc SftftDttftfrB 2 5-31 \Z.^M^ L7c„ 

V^J-Wy-l-r—te^y hP-/U (0 2 5) titii&LT^L^«?E£^2g 
L7t (02 6, 2 7) ^ CHO«S^)li®«m^^-^F v^y^T 0 
5 =f- K©^y-e-©7# h-v'^^2»^fflliIS*btL^^o7t (028, 2 9) 0 * 
fc, KFLAG^WtlDia^ C HO «1£<£>MAB L- 2 

v/Ky^^K^y-v-fi^^ [> d-/U (EI3 0) £i£tfc fCifU^IBJfe 
5E«r«i*bfc (H13 1) 0 

5. 14 s c F v/CHO^!)^f K^^y^-^tK^-Y-^-cDl: 

io ^v*^M^-tz>mm%?)i$k 

(1) ^"7*«t: h I gG£iS 

J€) (Dfcmtt. TOEL I SA-CItoT^ 0. l%m«HW (pH9. 6) 
T'liig/m 1 K^Lfc^ftt h I gGfctft (BI0S0URCE L o t # 7 9 

15 0 2) 1 0 Oiil %9 6 ^zcjVfV— h (Nunc*±®l) ^Dx., 4 £ CT*-&fM' ^ 

a ^3>U £tft£@mL7> 0 7'py^y^©i x ^Wbfc-^^jk 

•?»&5VMifJ| I Fg tLTkUgG (Cappel tt» % Lot#00915) 1 0 Oji 
lfc^JPU ^?a^T2B#F H ^^dr^-<-v'3 ^tfco 50 00M 

t^T/^y 7**?T?^mMji^ V I gGKIf (BI0S0URCE *±®k Lo t 
20 #6 2 0 2) 1 0 On 1 1 0#F B f H ^a^- v> a >-L7h 0 

S^-^lrSP^s a MICR0PLATE READER Model 3550 

(BioRadfrM) tfflV^4 0 5 nm©M^il^U ffq n p©t h I gG©R* 
*i5#&^fctft«»^e>, v^M*©t hi gG (M^^^H) 

25 (2) &*ft#i>KK 

s c F v/CHO^U^f K©^y ^-M'^^^H K-^B* fflM 
SLfcPBS (-) ^ffl^T, ^f^0.4mg/mK 0. 2 5rag/ml C 
4 -5 J: 5 KM U t Lfc 0 
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(3) t b'%mm?vx*7 ! /i'<Dftm 

7) fcfflVvCin vivo $lttL/cKPMM2« (W7-2 3 6 4 7 5^ 
«) Sr 1 0%£v«Elk?jf (GIBCO BRLtUR) Sr-^tpR PM I 1 6 4 OJSJft 
5 (GIBCO BRLM) t? 3 x 1 0 7 j@/m lfcsfc* =fc 5 Lfc. fcb^WiB 

fctT ->7 nGMlftflE (fnttttHSttfiL 1 T/t'Sr 5 m 1 T'^fi?) 1 0 Op 1 £ 
M4LfcSCIDvi)7 (;*-* % 6SM0 (B#*W) H1±|BKPMM2*IB 
2 0 Opl (6xl0 6 iA^) tlMJ; !9&ALfc B 

(4) tfCftS^ 

10 (3) -ef^Ltk htii-r^^*f/HcJtU, KPMM2««3B 

@<fc<9, 10 20, ±12 (2) TilUfcSW-f, *y^f±2 5 0p 

K *y^-f44 0 0iil*\ JIM J: 9 &4 L/c 0 MiLT, SiffilfcF 

bs (-) zmmziB 2®^ sam, 2oopu m^mxr>^Lit 0 mmt 

15 (5) s c F v/CHO^y^y^ KO^y-r-SW^Wt hfr^JJl&fit 

s c F v/CHO#!J J <~7*f- Y(D^y ^R^^-Ot h-tMIt^ 
7^©4SMBai*fcov>T«u att#tt«»Jia^S^i-5 1 MgG (M^^° 

20 h I g G£tf>^fbKoVNT(4, KPMM2Hi]tefii2 4 0 B teJlLftSrJMfcU 
±15 (1) T'ig^fcEL I SA^^tt h I gGft£$J£L*: 0 -tOSlS*, P 
BS (-) Jiiflfk h I g G (M^^^Jf) 5 0 Opg/m 

1 *-C±#LTV^<5©t*rU s c F v/CHOy>f ^-Mt-lMSO 1 
/l OfiTFfcEaFKHSflrefctK s c F v/CHO^-7-^KPMM2»© 

25 ^|^«[«r*^|f^c»<#^]lWbTV^Sii^$i^*: (H3 2) 0 -U, £#JHWfc<^ 
Tti3 3(^tifc^ s c F v/CHO^v-MfiiPB S (-) » 
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•^AOJiLaSr^^y^ftiabfcffittflftJiUJRjIiLb, PBS (-) ^£9 3 
Bft^tfcft, PBS (-) tr*»***S2%©*JiL*??iBiKSrfNKLfc„ & 

Sf-^TVW*, f$mt I gG (Zymed ftgSO £J8V\ MA B L — 2 5t 

10 ft, C HO|ffi|jai4c-*«F v * H/f k*; 7-, ^v-^-, 

pis&ip, aftu 3 7°cr*2P#^^^^^-<-^3 4 < c-e~sfti*#t. 

15 «*«r*!ISLfc B PBS (-) & 5 On 1 /*^» U & 

MABL-2W, 0.01, 0.1, 1, 10, 1 0 0pg/mK -*iF v 
tt, 0.0 0 4, 0.0 4, 0.4, 4, 4 0, 8 0]ig/mlT^I6lI4©-* 
*IF v # JJ Koy-f -r-<£^ £ l 6 0pg/m 1 ©ffiS^|S^Lfc 0 -£ 

20 OlSJRHu TfE£>* 2 ^-fil 9 , MABL-2^flt 0. lpg/ml^± 
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40 

2 



mlgG 

MABL-2 (intact) 




0.01 


0. 1 
+ 


1 

+++ 


10 

+++ 


100 

++ 


(pg/nL) 




scFv/CHO Vv- 
scFv/CHO i'fr- 


Mm 


0. 004 


0. 04 


0.4 


4 


40 


80 


(ng/mL) 


scFv/E. coli r \t- 


Mm 


0. 004 


0. 04 


0.4 


4 


40 


80 


160 (pg/mL) 



mt&M6 2 OCHi V Wt>* 2 LiVii^^«^ s c (Fv) 2 & 
5 XmxV&ZOZ^Zf^Yy ^-tft5MABL-2^s c F v 
6. 1 MABL-2^sc(Fv)Jty7^;F(Oil 

MA B L - 2 %ifc&%(D 2 0(DHf(V«&tf 2 o© L*V«Ue«r£tf3fc£tt 
ft: [s c(Fv) 2 ] ZmLirZ-Jy^x KSrf^Ki"«fc4!), mfiiip CHOM2 (M 
ABL-2»*© s c Fvb- K1" 5DNA«r£tf) ^TlCTjH-ji 9 P 
10 CRftia^iiU #b^fcDNA»fjt$rp CHOM2^^ALfc c 

PCR{Mt5y7^-7-ft ir^^^y-T-r-i UEF la^^-Kf 
5DNA(Wyy^Xf5EFl7 t 7^?- (gfi^J#^- : 3 0) SrttJBU 

y^XLJi.oi;^*^«^S:3-Ki-«DNAEW OBEI** : 19) &tfS 
15 a 1 iMWmWWtmSVLLASW-e- (lE?lJ#-5§- : 3 1) 

PCR^IlOOplIt 1 Op 1 ©1 OxpCR Buffer # 1, lmM Mg 
Cl 2> 0. 2mM d NT P s (dATP, dGTP, dCTP, dTTP)» 5 
^7 WKOD DNA/Ky^y-if (U±%.ft®j&M). IjxNKD&yyJ^ 
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- % MlOOngCiSDNA (pCHOM2) Srg?*"*-*. PCR»9 
4t;tt3 0 5 0 °C(CT 3 0 fM&V 7 4T.KX1 - <D|gff-C« 

L7c c ^<D^f-^^/W^3 0IHSmt7c o 
PCR£j&$3£QIAquick PCR Purification Kit (QIAGEN ftM) £/BV^TffM 

5 U Sa 1 ItlHftU ftbilfcDNAijiSpBluescr ipt KS^ 
(M&m±M) v--y?Ltc B DNA|a»£<2f£, jELV^DNA 
mn&li-tZDNAmKZ^tt^yX^ K£Sa 1 IT'«U #t>tWtDNA 
iit^Sa 1 IT*r^bLTcpCHOM2^Rapid DNA Ligation Kit (BOEHRINGER 
MANNHEIM tt^) Irffl^Tiiife- L7c 0 DN Aia?ll}fe&£>m, IE L-V^DN Alfi^JW 

10 ■f6DNA^fK-^tf7 P 7^5 K^pCHOM2(F v) 2 <h^b7c (HI 3 4 

RSJo KpCHOM2 (F v) 2 C^^5MABL-2S;#s c (Fv), 

imvmmmAVT ^ y ^ia^j^ia^j#-§- : 3 2 ^-r 0 

6. 2 a±^^^rl2!f: Kjj ^-^tt^MAB L- 2#[&s c F vjS% 
7°7-X$ KtPffcSg 

15 fc*©*^^:/^!; ^a^&^U ^LT [H#t] - [L0t] (£tTHL), 
[UR] - [H«K] ©TLH) t^i^Vf^MtfcscFvilr, MA 
B L - 2 &&<DHmRVl.m. c DNA^ftli LTWT©i§ 5 fcfERLfc. 

HLN/Cs cFv^fSJtSfc*^ tfpCHOM2(Fv) 2 «^l 
TCFHL-F1 (I2£lJ#-?r: 3 3) 2U5CFHL-R2 : 3 4) 7 s 

20 7>f CFHL-F2 (EJIJS^ : 3 5) MCFHL-R 1/7^-7- 
(E8!»#: 0 3 6) iCi<9KOD^y^7-if^T9 4 o C3 0# v 6 0°C3 0 
30\ 7 2°C1^^5JS^3 0@i^«5iii-PCRSJSSrfTV\ 5'flJK: U -^-E 
jW*^tf HfiK, Xtf 3 ' flfllC FLA GEWSr^ tf Lfl© c DNAlfi^SrffiRLfc, 
#bft7cHf(&t>*L$UDNA£#|gJ£ L-T^U KOD#!) > 7 — \£KX 9 
25 4=C3 0£h 6 0^3 0^ 7 2^C 1 #r B 1©£jfr£ 5 1111$ <9 igi"P C R£j£&fr 
V\ CFHL-F 1WCFHL-R 1 -^-^7JPx.T ^ b ^ 3 dM^A- 

ixJC&i~'5^ <b^J; 9 y yi/-^^/£^HL- T 0 © c DNAlrf^llLfc, 
LH^^yOs c F vZfEm-tZtz&lC, JfMABL-2©LiMHiV 
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»cDNA^^7^^ Kp GEM— M2 LWpGEM-M2H mm 
¥1 1 -6 3 5 5 7#RS) Zmmt UTx ^tL^tLT 7 (IB^J#-^ : 3 7) RXI 
CFLH-R2 (mm^: 3 8) zfyj^-* CFLH-F2 : 3 

9) WCFLH-R1 kW?Wi% : 4 0 ) 7°7^-^£J3^-CKOD^y ^ 7 

5 — fe? OR^ttF) t-T 9 4 °C 3 0 6 0 °C 3 0 f)>\ 7 2 °C 1 £M©KJ&fc 3 0 HI 
*»)igi-PCRRJBSrfTV\ 5'Wc!)-^-E?»J£r£ifL$L Rtf 3 ' F L 
AGE?tt«r-&tfH«OcDNAa6f?*:fNHLfc 0 #»LiMHicDN 
ASrfitffitLTjR'&U KOD*fy ^7^l:t9 4^C3 0#, 6 0°C3 0fj\ 
7 2X:iftM<D&fc&5W\1&VT&tFCRR&&ft\i\ T7MCFLH-R1 

10 7°7-r-^^^0^T$ bfc3 OtM^/uRJSLfc. £©Kl£*fc£t*I!£ U C 
FLH-F4 (EM*# : 4 1 ) &t;c F LH - R 1 ^7^ ^^Srffl^t 9 4t 

rtfCJ: 0 y ^#^£^3;fc^LH-0*^:/©cDNA&f£S3Lfc. 

^9 L-C^MbfcLH-O, HL-O^^cDNA^fMPiBISiE c oR I, 
15 BamHI (^fisfi) &3U X h o I MIB&X9}WiMtiL&l$*. fcV>*|*JMMS 
%L7°7*^ KI NPEP 4C Ligation High Ofci£&) Sr/B^T^AU 
Competent E. coli JM109 Sr^Sfelft Ufc 8 ^WEiftb 

fc^Wi!) QIAGEN Plasraid Maxi Kit (QIAGEN) tT^7^^ K&ffrJUL-fco 
r 5 L-C7°7^ 5 Kp CF 2 LH-0MpCF2HL-0^ilfc„ 

ftpCF 2HL-0£$IM£: LtCFHL-X 3 (E9US* : 4 2), CFHL- 
X4 (EJUW : 4 3 K CFHL-X5 (E3?IJ#* : 4 4) , CFHL-X6 
(EW#-9-: 4 5), XliCFHL-X7 (E?!l## : 4 6) (O^^^y^^- 
RtTT ^-fe^y 7 >f -r-fc LT^^-E2?iJtJ:ffi4iW*BGH- 1 (E#l# 
25 f:47) 7°7-r-v-£$V^TKOD#!; ^ y— fcfklT 9 4°C3 6 0°C3 

0?>\ 7 2^Cl#H8©KJft&3 OIS|*0iKi-PCRR(6;*fTV\ WfefrfcRJiS* 
4fe«r1HI8#*Xho I % BamHI (lit) fcT&SLfc. ?§b*bfc#rJt£p 
CF2HL-0©XhoI, BamHlt^f Ligation High 0K#*&) 
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I^T2*AU Competent E. coli J M 1 0 9 frH?ftts& Ltz B MWfc&Ltc'XB 
1 i "9 QIAGEN Plasmid Maxi Kit 5 K£ftMLfc 0 ^ 0 LT, 

7^U*pCF2HL-3, pCF2HL-4, pCF2HL-5, pCF2H 
L-6Si;pCF2HL-7 ZftM t fc 0 ItCOS7 »TO-$#J^*i^ffl 
5 V^^g?^*?; K^^0-t-5fc*{^ pCF2HL-0, pCF2HL-3, 
pCF2HL-4\ pCF2HL-5, p C F 2 H L - 6 &t>*p C F 2 H L - 7 
£$|JP5SIS?E c o R I RtfB amH I (SMg) ICT^S U ^ 8 0 0 b p (OWr 

KZ7ifu-* vjvnMmh t «t 5 v^i* e> ©nmx t * v ft® t # b titcm 

K%m%W)V!)mJ\&%%Ly'7X^ KpCOSlOEcoR 1MB amHIlM h 
10 {^Ligation High ZM^^XMA U Competent E. coli DH 5a OIC#!fc) Sr^R 
fe^tfCo ^Kte&Lfc^jliSJ: 9 QIAGEN Plasmid Maxi Kit(C"C^7^$ K* 
ffl&Lfco - 5 L-T, M^7^5 KCF2HL-0/pCOSl, CF2HL 
-3/pCOSl, C F 2 HL- 4/p COS 1 , CF2HL-5/ pCOS 1 N 
CF2HL-6/p COS lMCF 2HL- 7/p COS 1 *fc&L1t 0 ft* 
15 ffiteWkLX, -fy*X KCF 2HL-0/p COS 1 ©«5g£III 3 5 \Ctf U 
^■a^t5MABL2-s c F v < H L - 0 > ©tS^JRt) 5 / ? 7 
*E?iJ#-§- : 4 8 fcjjrt. £fc#:/7* 5 K© JJ ^#-«|S#©:!fi£E?!IXtfT 5 

y^ia?"j£i!3 em*-*-. 

y y ^-t ^ xoi/i 5 l 7*0 is^7 ^ 5 K&flsJKi-sfca. 

20 P CF2LH-0^IiUCFLH-X3 : 4 9 ) s CFLH-X 

4 (E?U## : 5 0 ) % CFLH-X 5 (E9«##:5 1), CFLH-X 6 (IB 
?IJ##: 5 2) XliCFLH-X7 (ia?ij## : 5 3) ©ty^7*7^^St>* 

fflV*TKOD#y -£fcT9 4t;3 Ofj\ 6 0°C3 0^\ 7 2^1^1©^ 

25 ]&£3 O0i$!'9 7g1-PCR^S£ffV\ #e>HfcS^»Sr*<Jffi^3(fXh o L 
B amH 1 lafelLfc, #6 ftfc^rJtfc p C F 2 LH-OOXhoI, Bam 
HI1M M- Ligation High ^ffll/^lAU Competent E. coli D H 5 a 

»®fe&Lfc„ IWEHLft^lIj: QIAGEN Plasmid Maxi Kit CTT* 
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5^5Ki»»Lfc. ^9LT, m$L77X* KpCF.2LH-3, pCF2L 
H-4, pCF2LH-5, p C F 2 LH-6Mp C F 2 LH- 7 ^fflLfc. 

CF2LH-0, p C F 2 L H— 3 N pCF2LH-4, pCF2LH-5, p 
CF 2 LH-6&tfp CF 2 LH- 7 frfiPJIBiMf E c oR iRVBamHI 
flit) ICT&SU #&8 0 Ob pOBfr^SrT^fo-^^tt^ScilUciSyyUiO* 
e>©0JDtfcJ:&«f§ilUfc. ^b^fcSfjtWfLSjW^ii.T 0 ^^^ KpCOS 
lOEcoR iWBamHIt^ Mc Ligation High Sr/S^T^AU 
Competent E. coli DH 5a SrJ^IMBfttfc. JBJWE*L,fc:*:j||*.k 9 

QIAGEN Plasraid Maxi Kit fC^^ 5 K^ilLfc, £ 5 tT> ^^7^ $ 
KCF 2 LH-O/p COS 1, CF2LH-3/pCOSl, CF2LH-4 
/pCOSl, CF 2 LH- 5 / p C O S 1 N C F 2 L H- 6 / p C O S 1 RTl 
CF 2 LH-7/pCOS l&tfa»Lfc B ttStfjfc0iJ£ LT, ^U'CF2 
LH-O/p COS l©$fjg£[U3 7K?j*U mi^Jl5MABL2-s c 
F v < L H- 0 >O^SIB^iJS.t>'T 5 7 ^IS?lJ£Ifl?iJ#^ : 5 4 fc^. £tc& 

^ 5 K© y ^-^©i&SlfiJlJ&tfT $ y i£Ifi?iJ£H 3 8 }C^1" D 
6. 3 COS 7H8^fe>t5 s c F vR{/s c (F v),^M 

(i) m&Lttmm-?<Dmm±.m<Dmm 

HL^-T7° X LH^7°s c F vM's c (F v) 2 ©3g^©fci?>tc\ COS 7^ 
J& (JCRB9127, ta-^yf^xy^pnti) T?©— il6MB5l*fTO 
7 t c 0 COS 7»Jfittl 0 %^J6J£ifiLijt (HyClone) Sr^tf DMEMftjfi (GIBCO 

6. 2t'tiLfcCF2HL-0, 3-7/pCOSl, t> L < «C F 2 L H- 
0, 3~7/pCOS UlipCHOM2 (F v) 2 ^<^-£ N Gene Pulserilg 
(BioRad figg) Zm^X^U? hn#u-y 3 yia^COS7«l:F7^ 

DNA (lOpg) £ DMEM (l 0%FB S, 5mM BES (SI GMA 
tt)) ^i4 1 2xi 0 7 M/m 1 ©0. 2 5m 1 M^i 1 O&IRIft 
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10^:0. 1 7 k V, 9 5 OnF^M^-C^/^Sr-^-X-fco 1 Oftm&W.<V'&> 
^Uf h D3j?U<-i/g y^HfcSHDI&SrDMEM. (10%FBS) J&*te»-frU 
7 5c m 3 7 77^tMfc 0 7 2 R)n#Jfc& i£*±«Atf>, «fc !> 

3a«Jt&l&£U It0.2 2pm!l?h^hy^7^^ (FALCON) K 
5 T«£i®U ^ft£tg*±« (CM) tLtz 0 
(2) MjflL»«T^^*±^^P^ 

±15(1) i ^©^fet* f- 7 ^7 7 x ^ V a y LfcUa^DMEM (10% 
FBS) »M7 5 cm J 7 77 3|:t-MiLfcf , **±»Sr*"C, P 
B S KXflhWik^ CHO-S-SFM Iliti (GIBCO BRLftM) £8sinL.fc. 7 

10 2 mwimmk, %m±m&M&, ± 5 u ito.22 

6. 4 COS7 CMt^s cFvMs c(Fv),^ffl 

BUI26. 3 (2) fiULfcCOS 7(DCM'1 3 ^i3lj-5^^MAB L 2- s 
cFvWsc(F v) 2 ©#U^^K*TIB©ii!9tC!7*^^^oy9 1 ^^^ 

15 m^^Ki^mLtz B 

&COS7 CM{COV^T^OV^TSDS-PAGE^rfTV\ RE I N F OR 
CED NOB (Schleicher & Schuell ttK) (^ifc¥Lfc 0 5%**A*/l^ 
(&*?L£tt£l) JCT^p j/*>^%fTV\ TBSOTl ttFLAGftft 
(SIGMA tfcJS) £#0;i/c o *mfc-c>f ^^a^^a ^Xtf8fe^O!l, ^/^^r 
20 tfaiBI^^^ I gGKfr (Jackson Immuno Research frM) SrtWx.^ ^ 

fii:T^y^a^-> 3 y&»t, S«^$£MU 3Sfe£^fc (H3 9) 6 
6. 5 7p-t^ h ^ h y — 

MABL 2 - s c F vRVs c(Fv),Ot h Integrin Assosiated Protein 

(iap) Kw^©jg*Sraxn-5^*, striae. 3 (1) KiTwailLfccos 

^<7*kJk^[B«L 1 2 1 0^2xl 0 B m^. 3 (l)T*#bft 

^->3 7MI#Of, lOpg/mlO^^FLAG^ (SIGMA |± 
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fit) SrJnfcfc. -f^a^i/aJ'Rtl^Oft, F I TCS^^I gG 
jjtft (BECTON DICKINSON tfcfil) fcflP&fc, a^<— ^ a 
FACSc a n^fi (BECTON DICKINSON &SD (CTl£ft3&££$ l J5£ L-fc. ^T<£>*£ 
3^ #COS 7)|i±it©fA©f^^f ^^-SrW-fSMAB L 2 

5 - s c F v^s c (F v) 2 te> t M APfc^UTlKv^*WittS:*i"Swi:^ 
£tL7c (14 0 aMb). 
6. 6 in vitro T»gDTfr° h-y^fl^g: 

fifffBl. 3 (1) KTP»LfcCOS7ttfiJ«m±»fcoV*-C, fchlAPfc 
le^AtfcL 12 1 OU (h I AP/L 12 10) ^t57*°b^^ 

10 fl3W^ffl*An n ex i n-V (B0EHRINGER MANNHEIM tfcfii) Sfe&K: «fc *) 

h I AP/L 12 1 0«5xl 0 4 fl§H, #^^^-^R(EtftbfcCOS 7 
tBJfiifmiWjfeSV^a^hD^i: LTCOS 7 ttll&J&tl±i»fc*H*A 1 0% 
T-mMU 2 4 H#ffiJ#* Uk. Annex i n -V/P I S8feSrfrV\ 

15 FACSc a n=£B (BECTON DICKINSON tfcfii) fcT**aftflESrW3e tfc. 

COS7 CMt© scFv<HL3, 4, 6, 7, L H 3 , 4, 6, 7> 
Rtfsc(Fv),t4hIAP/L121 OSfBflaWUTSH^JfciBBIiaJE^If^b/t:. 

6. 7 MAB L 2 - s c F vRt; s c (F v),OCHO»M^ 
20 Jg 

iijfBMAB L 2 — s c F vM's c (F v ) 2 £i§£±i*^ C 4: *r 

fjfSl. 2(CTlKUcpCF2HL-0, 3 ~ 7 RXlp C F 2 L H- 0 , 3 
25 c o R I -B amH I »rJt&* CHOWl^^-pCHOlC 

E c o R I St/B a mH I gBte^ Ligation High SrflSV^T&A U Competent E. 
coli DH5a*^JME*Ufc. ^K*c* LfcUfi 5 QIAGEN Plasmid Midi 
Kit (QIAGEN) \CX7y*% KfcttfilLfc. ;©i9iatli7 , 7^; KpCH 



WO 02/33072 



PCT/JP01/09259 



OM2HL-0, 3~7MpCHOM2LH-0, 3~ 7 SrtfsJttLfc. 

6. 8 MAB L 2- s c F v <HL-0, 3~7X MABL2-scFv< 

LH-O, 3~7>RXfs c (F v),MCHOlPllia^Wt;i^^$iiO 

mm 

5 buISI. 7^T1#^L7 V C^5| 1 7 P 7^^ Kp CHOM2HL-0, 3~7£l/p 
CHOM2 LH-O, 3~7tt>'|CpCHOM2 (Fv) 2 ^ Wf^il!? 

^©ft»&#ij£: LTMAB L 2- s cF v<HL-5> N s c (Fv) 2 £tI$-#J 

10 ^^7°^^^ KpCHOM2HL-5MpCHOM2(Fv) 2 ^M5ilPv 

uIlutifbLtlitl-U rtbb£Gene Pulser^fi (BioRad *±$JS) £J3^ 
T^ix^ Ho/tfU— :/ 3 9 CHOWa7^7i^^a yLtc 0 DN 

A (lOpg) PBS4>lxi 0 7 »/m 1 OO. 7 5 m 1 Sr^^y McflP 
1.5kV, 2 5p.F©f iCT^/W^^Xlfc, tSCTl O^lOlUIffl 

15 W\<D'&s ha#U— i iXa ^3l£ftfc$BI££s 1 0 %<£?i/J&J£lfo.flf 

a-MEMi&iffi (GIBOO BRLttR) lCflPx.i&46 Lit, 
tt*±ft*fife£ U P B S Kit V V* Lfcffc* 1 0 %<D «7 ^i^«^W-t-5 
g»^a-MEMjSi (GIBCO BRLftgD ^0^«Lfc o |?)2lfWi, 
methotrexate (SIGMA frM) ^^-S^ 1 0 nMXSH-f Z>i%MX*W.KtB%: U * 

20 0 nM N ^ITIOO nM<bM£Jl|it&±(f T^^tTCo - 9 LT# 

bnfcM^P-^^^^^^TSSjfiyfMCHO-S-SFM II (GIBCO BRL 

2 Opm^A^-iCT^iiU ^ft-mtf>CM&#7t 0 
^itat, MABL2-scFv<HL-0, 3, 4, 6, 7 >$.!>*< LH 
25 -0, 3, 4, 5, 6, 7 > ^MMt5 C HOHM^tlb©CMlr 

6. 9 MABL2-scFv<HL-5>^-7-RO ! sc(Fv),g)MI 
TIBO2S0OlW^^«t 8Tl#b^fcCM^6MABL 2- s c 
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Fv<HL-5>S.T>*s c (¥ v) 2 (D^m^n^tc a 

<&M&1> HL-5Ms c (F v) 2 £, KOCSfeMOF 1 a 

^ji^V^TltMLfc,, 15 0mM NaCl^tf5 0mM Tristl 
5 m'&m, P H7.5 (TBS) X'W-Wit Ltz& Flag M2 Affinity gel (SIGMA) "C 
iff&LtcXyJ* (7.9ml) ^fffB6. 8"Cl#6iX7cCM (1L) L-> T 

BST'*7A»i, O.lM^yi/yJIME pH3. 5T*s c F 
7A/5>b*§fcti£-£fc 0 #bftfc®&£SDS/PAGET'£-#rU s c F v 
tti^raL/i: 0 s c FvI^^HMivO. 0 5 we e n 2 0& 

10 AP^L, Centricon-10 (MILLIPORE) T'MLfc 0 S»15 0mM NaCIS 
t>'0 . 0 1 %T w e e n 2 0 2 0 mM mkBffi&s p H 6 . 0 -QW&fc btz 

TSKge 1G3000 SW$J y A (7. 5x6 0 Omm) KUWJfc. MO. 4m 
1 /m i nts cFvll2 8 0 n mORlR-CftJW Lfc. HL- 5«±^t°-^ £ 
Ut^"^— ©f£gfc\ s c (F v) 2 {i^y-7-©{iMfc^ti-?«J±S$n/i 0 

15 <fifSSfe2> HL-55t/sc(Fv) 2 Ht^n-7^77^, M 

7>f^ T*fi, H L- 5 T'tt Q Sepharose fast flow#7-k (77/WV7) * s 
c (F v) 2 T*fiSP-sepharose fast flow 77 y i*£fflV\ JRXXg&PfcflHL - 5 

20 (3R—X&) HL-5 

HL-5CCMI1 0.0 2°/oTween20^tf2 0mM T r i s JttSN* 

UriBu pH9.0t'2§tf?ltii:, 1M Tr i s-C-pH£9. OKSBSELfc. 

dOlg, 0. 0 2%Twe e n 2 0 Sr^tf 2 0 mM Tris&Rttflfftu pH8. 

5-e¥^bLfc Q Sepharose fast flow t> y AKl7>*7\ WH&W&Q 1 0 . lM^bO. 
25 5 5MJt'©NaCl OWMM^^* 7AC»|LfciH!) ^7°^ K*#W L 

fc 0 #e>nfcli^SrSDS/PAGE-e^WL % HL-5^tflM^ IR 

(#-X&) s c (F v). 
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s c (FvJjCCMtt, 0. 0 2%Twe e n 2 0 «r£tf 2 0 mM SHIS, 
pH5.5t'2MI?Uf^ lM|^iT-pH^5.5(uiilfc 0 0. 0 2%T 
w e e n 2 0 «r&tp 2 0 mM MUM, p H 5 . 5 X'W-ti&it Lit SP-Sepahrose 
fast flow#7.MaWJ\ mmMm*. NaC l»SSrO^P>0. 5M*-Cffl*W 

AGE«U s c (Fv) 2 ^tf MlftZMft. %~1M(0^ Yu*i/T;<$ 

(f-Ig) HL-5Ws c (Fv) ; ^ Kp^7/^^ hi? n-^ 

10 m-Xg-C#b^fcHL-5iU^25:t>*s c (Fv) 2 imtlftbO. 0 2% 
T w e e n 2 0 Sr^tf 1 0 mM V VW&WMLs P H 7 . 0 XW'&ikLfc'^ Ko 
**/T'<*4 (BioRad. $ 4~7\) UlSsta U PilfW7A$rffi# 

KfcfcWLfc. #®^SDS/PAGEX*MU UfSBC^y^f-K^* 
15 ti5!i#£*#>fc 0 

(I5IS) HL-5Msc(Fv) 2 ©7 t ;H8ig 

^rxm-C^btb^^m^tr^^mCentriprep-lO (MILLIP0RE) Tift^U 
0. 0 2%Twe e n 2 0&t>*0. 1 5M Na C 1 tf 2 0 mM mkWtMW., 
pH6. OWl&'fbLfcS u p e r d e x 2 0 0*7^ (2. 6x6 Ocm, 7 7^ 
20 7^7) fcj&Mtfc. HL- 5(±i/-rv-tcfie^> s c (Fv)HL— 5 "BlXI s c 

V>TtlO»^{C *3V^ t> , H L - 5 -7- ^^ffi $ r t ^ 

$if v <d#>( z^t t^\m Ltc B hl-5^ -r-*s £i>* s c (f 

6. 10 Ills c F v <HL- 5 >D^'W-7-Rt>'s c (F v ), (Z)^^^ 
HM£ft7tMABL 2- s c F v<HL5>©^7-Ms c(Fv),Ot h 
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Integrin Assosiated Protein (IAP) ^^©^4:81^ 5 fc ft, 7o-t 
<f M h y-^tTofCc t h I AP£^mi-3^*&lfc«fe$eL 1210ISI 
AS (hIAP/L1210) Xtmmt LTpCOS 

^^3>LfcLl2l0tt (pCOSl/L12 10) 2xl0 6 f@(C s 1 Op 
5 g/m 1 ©ftHMABL2 - s c F v <HL 5 >CQy-f-r — „ MAB L 2 - s c 
(Fv), iftjtii: It*; ^ n-t^flJMAB L - 2 , ftttttllB t LT^ ? 
*IgG (Zymed *±SD SrflDXL, JkJifcrW ^^a^i ^ a ^Rtflfefr©^ 1 
Opg/mlO-v^FLAGjK;* (SIGMA ftgl) SrJPx.fc 0 -Y^a^'-^a 
^XtJ%i$KB&, F I TCHfi?^ I gGi* (BECTON DICKINSON M) & 
10 flq^fCo ftg^dra^-S'a^Rtflfci*©^ FACS c a n^S (BECTON 
DICKINSON tt«) teT£3fe3sJE&SI£Lfc, 

•=e©S*> ^SMABL2-s c F v <HL 5 >©^v-MMAB L 2 - 

s c (F v),iih iap/l 121 0ttlSW&fttote|§<fcLfc;:fc £9, s c F 
v<HL5>©^-7-KU!s c (Fv) 2 ^t h I AP^LTflJV^fPtiSr^r-f 
15 i^^tvfd (04 2), 

6. 11 iSs c F v <HL— 5 XDdfj ~?^-7kU s c (F v),£> in vitro T 

^nOm LfcMA B L 2 — s c F v <HL5>©^-r-&tJ { s c (F v) 2 fcoV^, 
t h I APfcitGrf^AUfcL 12 1 0» (h IAP/L 12 10) Xtffc b 
20 6M»»CCRF-CEMW57^F-^iM^Annex i n 

-V (B0EHRINGER MANNHEIM #M) jfcfcfcj; &tWWLfc 0 

h I AP/L 1 2 1 0«5xl 0 4 fifc5V^ttCCRF-CEM«lxl 0 6 
flS(£, liMAB L 2- s c F v <HL 5>©^^ L - , MAB L 2 — s c (F 
v ) 2> Kft&ftflB i LT * y^a -t*MA BL-2, |g'l£*tf$ UT^ £ X 
25 I gG^/igSfijPL, 2 4B#W«#Ufc 0 Annex i n-V 

2fe£,£fTV\ FACScanli (BECTON DICKINSON ttK) t£T3bte5&£&8SJt 
Lfc 0 ^(OW3k, MAB L 2 - s c F v <HL 5 >©^"7-SO*MAB L2- 
s c(Fv)jlih IAP/L 12 10, CCRF-CEM©W»lftte*tL-C8Mfc4fe 
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#WK:»ia5Efcf§*Lfc (@4 3), MAB L 2 - s c F v <HL 5 > 

©^^-MMABL2 - s c(Fv)jft, h t <D^ J $ o^t/^MA B L 
- 2 i: Jfcft L T £ ft 7c T # h - 5/ * ^2* f^ffl £ W-f 5 - £ $ tlfc n 
6. 12 jls c Fv<HL-5>^v-^Q ; s c (F v),tpgA^ii|St 
5 H 

«$|5. 1 5tC^oT, ®^<D«©Mbfcs cFv<HL-5>(0^ 
^RXIs c (F v) 2 Ojf[LM^^^^L/c 0 
^/^n-f/^(}:MABL-2 (BH42t!8) t?fijliLSS»^iSi5©fc*Mx 

X, -*»OMABL2-s c (Fv) 2 MMABL2-s c (F v) <HL 5 
10 XiliL/i^ot MAB L-2^^ffiVNfc^W^t>{5^Ay^ 



WO 02/33072 PCT/JP01/09259 

53 

6. 13 mMs c Fv<HL- 5 >0^f s c (Fv)^t J^MIZ 

M#J6. 8£t>*6. ftMLfcs c F v<HL-5>C^v- 

5 Ms c (F v) 2 ^O^T, ^(DfcMlM^ZMmLtCo Mr##HZl*Mteto5. 1 
4 (3) «Lfct h*!!!!^*^^/?^^ ^^ifatjimc&ttS, 
k h-fMMm^M^i-^M^W^K^EL ISAIUD^iU 0HrT^* 

t^Cfci?, s c Fv<HL-5>©^-7-Ws c (F v) 2 0£tBl36$)J|l&f?« 
10 Lfc 0 

fc*3, aWlfcfcSSVvCHL- 5Ms c (F v) 2 fi, vehicle (150m 
M NaCl, 0.0 2 0 /oTweenR(J!2 0mMSII8S, pH6. 0)*P<D 
0.0 1, 0. lXltlmg/m 1 UT % »4#* s 0. 1, lSfcttlOxn 

g/k gfcfcSiSfc^fr^tett-S-Lfc. *7b, »veh i c le©^ 
15 -5- Lit. 

L I SAfc«fc«JHife0H5. 1 4{C^oTSlJ^Lfc 0 HL-5^#S¥X 
-r-RXf s c(Fv) 2 a#aMlffc, AjftOM^^^Si^g^fM 
fc»{J>LTVfc (El 4 4 £fc, *©£#8!IHIfc:o^-Ctt\ HL-5&4- 

20 If (B4 5) &tfs c (Fv) 2 S4lH (04 6) #fc*NB (v e h i c 1 e1§4 

HL-5Ms c (F v) 2 ^ s -l' ^f-^HciDV^T t>^Hfc^Lll^i^^rW"f 5 

t hMPUC*H-5fc hfeftl 2 B 5©HiV»0L|Vii?r 
25 -^tf— *|Fv 

N A £ i 5 L fc 0 

7. 1 12B_5HMYMM^Erdl±^Mfe±j2Ml 
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Jtfi^OMI^J (IS?'J#^5 5) ^©5'*jS^t HfiiflEftfi^** 

^y-y-IB^IJ (ie?ljff 5 6) (Eur. J. Immunol. 1996; 26: 63-69) &ig£££ 
it 5 C t T'tSft Lfc e Kff tfcifiSffi^Jtt-ttb-etl 1 5 b p M-s<-7 y7m 
5 5!lSr^FO«t ?\ZLA*<D*1) ys'-Xf- K (1 2 B 5 VH- 1, 12B5VH- 

2, 12B5VH-3, 12B5VH-4) fc5MH U 12B5VH-1 (£?U 
#■§■5 7) W12B5VH-3 : 5 9) f4i? >^^|p1T% 12B5 

VH-2 (IB^lJ##: 5 8) M12B5VH-4 (EBI** : 6 0) »47^ 

10 tdj: D7yty^!) ^{|ij7°7-r-r— (1 2B5VH-S^1 2B 5 

VH-A) «rim*., ^HOitfi-T'&JIMiLfc. ft*5, 12B5VH-S (SB^J# 

Hind in flfti$s*£giKE?y & e> =» f-v * «t 5 s fc 1 2 b 

5 VH — A (IB?IJ##: 6 2) ti&%7"7j v-T'H«Vi^C*S^ 3- K 
15 ^XU J.0^7°7-T^ K"t— EaiftbtffcB amH 

1 1Mim*Bfl£B^frtto J: 5 ic^fteh^ft Lfc 0 

PCR^lOOnHt 1 Oiil ©1 OxPCR Gold Buffer II, 1.5mM 
MgCl 2l 0.08mM dNTPs (dATP, dGTP, dCTP, d T T 
PK 5 3.= ^fODNA#!)>7-^ AmpliTaq Gold (£Lh PERK IN ELMER tfc®D % 
20 2. 5 fc'rJ^EvU [p mole] f-OC^t!) K12B 5 VH- 1~4£ 

ttU 9 4 < CO^^tCT9^W- ; et-C^^9 4t;fC-C2m 5 5°C\CX 

2 7 2 °C^X 2 ^M©f->T 2 0£« LfcflU lOOpmo 1 ef 
0^7*7^^-1 2B 5VH-S&I>*1 2B5VH-A^Di £6^9 
4 t CKT 3 O50>W % 5 5°CK:T3 OWt/7 2 "CfwT 1 t 3 5 

25 nism sj^ia^srHfc 7 2°c-e 5 ftnm u;t 0 

PCR4)*Kilil. 5%(SiHl^T^P-^^ (Sigma tt») fcffiVV&KUiiftx 
*JI8I**B amH I &t>*H i n d III TiPHb U t hH|»^-HEF- 
gYl^^n~=^U7b 0 DNAgB»£©f£, jE LV>DNAi£^ | J?r ; S""t"?) DN 
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AffiKtttsyyXS K^HEF-l 2B 5H-g Y l t^Vtc 0 

HEF-1 2B 5H-gYl*MK»#E c oR Ift^CBamHI 
TtmitU 1 2B 5 VH*3-Ki-<5*fi^*IMllUfc|ft, khFabHiM 
^^-pCOS-Fd LpFd-12B5 H£?#fc 0 ft*5 % fc h F a b 

DNA (ga^!l#-§-6 3) *PCRifeS:fflV^«Lfc*, MAMMS**'** 9^ P 
C O S 1 IctfAt 5 C i « Lfc-<^ ^ - t* 5. t hH«tt««flHEF 

'-t LX4>Yv^l<D5'i&(Dmnts^-7}) ^XU loE c o R I &T>*B 
a mH I MinXME^ 5 i 5 CTff LfcG 1 CH 1 - S (gB^iJ##6 
4)«r, i^7^-7-iltt hHttetfiWCHl K^^y©3'S0DNA 

^iOBg 1 IIiliiJIS»*®ai5teS:W-tSJ:5JcKW-UfcGlCHl-AaE 
^#-^-6 5)£/BWc 0 

KHEF-1 2B5H-g Y lSt>*pFd-l 2B5H^IWSi 
*12B5 Hm*J&tim<Dm&W&l}&VT 5 /$12?!l£ga?!l#-J§- : 6 6 K7fs-T 0 
7. 2 l_2B^LMVM^BriI±^MB±^MM 

(Nuc. Acid Res. 1990: 18; 4927) &&<D V — gfl^U (IB^J#^6 8) 

£ t T'Kfff- L7t 0 Kff Lfc4ft£E3W*±IBi: EWSte-tfL-eh, 15b P oi 
-s<-7 j/T/ETflSH^Oj; 5^4*©*^ rf^^U^K (1 2B 5 V L - 1, 
12B5VL-2, 12B5VL-3, 12B5VL-4) fC##J U ZMfl 
L/c 0 12B5VL-1 (K?IJ## : 6 9 ) Rt>* 12B5VL-3 (E#I# 
: 7 1) tt-fe^EflU 12B5VL-2 (E^JS# : 7 0 ) St>* 1 2 B 5 V 
L-4 (I2?"J#-^: 7 2) fiT^-fe^IE^JSrWU »J 
Ktt-tn-eH©tt*ttt^J: 5 7* >yir>^D £-8rfcgU ( 1 2 B 5 
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VL-S&tf 1 2B5VL-A) SrjbDx., ^(DiAfc* Ufc 0 ft*5, 12 

B 5 V L - S (Kftlff* : 7 3 ) t*M%7*7 -f t-"0 JJ -^HE0l<0 5 ' im\^ 
4 1 y *W X U loHind III MMS18ft£?(l & 6 tffc = if y * IB^'J 
Oj;$fc, tfcl2B5VL-A 7 4) tta^9^^-^L||V 

PCREJStt±EfclRl8HE:fTV\ PCR»lil. 5%(SjB^T^n-^y/u 
(Sigma ttK) *jflV*tt«LfcflL MBMfB amHlMH i nd III T*« 

10 ]ELV^DNAiBWSr*i-*DNAWrjT-*"&tf^7^5 KtHEF- 1 2 B 5 

L-g K Lfc 0 ^7°7^5: KHEF-1 2 B 5 L - g k lC-£3:;ft5Wij$ 

1 2 b 5 L^vfi^(D^sia?ij^t>*r ^ jmmwmm% 1 5 ^i- 0 

7. 3 Si^l2B5^|Fv(scFv)Q^| 

fffflffifel 2 B 5tt*-*iFvlil 2 B 5VH- JJ ^^7 1 2 B 5 VL©MS 

15 *©C**Jctttftaftt|t#|jR«:jS*fc-t-5fc*K:FLAGBaW (BW* 

t: 76) ^#JPi-5it-C|S!|f Lfc 0 y ^#-|2?'Jte(G 1 y 4 S e r) 3 

Ol 5TS/tta»fcfc5y ^#-eai$r/Bv\ ff#$l 2B5-*|Fv (s c 

12B5) mm\^tc 0 

(1) 1 5T^y^bJfe5y ^#-ffi*J&ffll*fcSflW&l 2B 5-#g(F v<2 
20 f^K 

i 57^^p>!i5Uy*^fflv^Mi 2B5SM|Fv^3- 

Ki-SJtfi^-tt 1 2 B 5 HiVfi|, y >7JH?g*§t 35. 1 2 B 5 L^V^^ 

4 7 KUJ^WKSM". Wfcfifcl 2 B S-^iFvC^fefeCefiOPCRy 
25 (A~F) Mtfc c y^-Y-^-A, CRXfE\*±>*nffl%&L, 

-fy^^r-B, DS^FfiTV^ir^xia^JSr^-rSo 

H|Vt«©t*©i*y y^v- 1 2 B 5 - S e5«#-j§- : 

7 7) W\ H^y-^-I2^J^5'*«(^-r7 , y ^VXLJ.oE c oR I$)JPS^ 
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HJ 3 (y^^-^-B, Sa^J#-^: 7 8) ti, H#lVfg$<D C*^5r a— K1"5 

^c^a&fca- KtSDNAit- ^Wi^^ftUc y 

OfcM^'f^RHuVKl (T^-f^D, SB^J#^ : 8 0) f±, y 

LiVf J^Ofc*©^/?^ u VK 1 . 2 {^y^^— E, : 
8 1) t±L«V«*©N*»«r=a--Ki"«DNAK:^yy^X"t5±5^K 
f+LTt 0 L«V«#<&fcfc0l££:^^-l 2B5F-A (^'f^F, IB 
*|JS#:8 2) te, Lf V»C*^^- KtSDNAM^'HV XL 
loF LAG^f- K£r = - K-f<5Sa?lJ (Hopp, T. P. b, Bio/Technology, 6, 
1204-1210, 1988), 2$©fe¥#Jl:= 1 K^RtfN o t I «WW*W**Mfc&*Tt" 
5 «t 5 Ktfctt L7t 0 

PCR&KfcfcV^SoOfiUSA-B* C-DXt?E-FS:m\ * LT 

vyy$*7t 0 -fy4-*- AS. t*F&flPx.Ts 1 5T5y«*»645y >* 
#-*/BV\fcl?«jfcl 2B5-*HFv*3-K1-5^ftDNAftlt*IL/t: (# 
ZPCR) 0 &4b\ ^-PCRfCiSV^Ii, fffllfifcl 2B 5Hi V«$r 3- K1" 
5^7^5KHEF-12B5H-gYl («#] 7 . 1^1), Gly Gl 
y Gly Gly Ser Gly Gly Gly Gly Ser Gl 
y Gly Gly Gly S e r D = — K1"5DNA 

ifi^lJ 8 3) (Huston, J. S. Proc. Natl. Acad. Sci. USA, 85, 

5879-5883, 1988) £-£A/T?fifc5 7? * 5 K P S C F V T 7 - hM 2 1 (t Hft 
ONS-M2ltft#) (Ohtorao, T. £>, Anticancer Res. 18 (1998), 4311-4316), 
Jimt)Sl2B5L«lVS«%3-Kt5^5KHEF-12B5L-BK 
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mmmi. 2*&m *z*hZfiffimtLxm^tc 0 

%— PCR&Pg<Dmm5 Op Hi, 5plG9l0xPCR Gold Buffer II, 1. 
5mM MgCl 2 , 0.08mM dNTPs, 5^= y F©DNA^D / y — 
-tf AmpliTaq Gold (gJLL PERKIN ELMER M), lOOpmo 1 e T 0©4§-?7 A 
5 ^^lOOngOtUfDNA^fU 9 4WilSi:T9»L 
9 4 < €^T 3 0#Ps1, 5 5°C^T 3 0®mJkVf7 2t|;-Cl»t^ * 
^£3 5MLfcf, £j£^tl&M(-7 2°Cl?5^^»Ufc 0 

PCR»A-B, C-D, WE-F(^ZPCRfr y±^y*V Lfc 0 
iZPCRCfcV^X, LT lp 1 Of§— PCR£J£^A-B, 0. 5pl<7> 

10 PCR£j£$3C-D.&t>*l]i 1 ©PCRME-F, 1 Op 1 © 1 OxP C R 

Gold Buffer II, 1 . 5 mM MgCl 2 , 0.0 8mM dNTPs, 5^=^h 
ODNA#!]^ 7— If AmpliTaq Gold Jt PERKIN ELMER &) ^W^S 9 8 

15 lOOpmo 1 efoC^7^^AMF^afc„ ^ Lt 9 4ti:T3 0# 
WU 5 5°CICT3 0®mRX}7 2°CtCX 1 r9f^lM ? 3 5@5'lbf:l 
g^m-a-tl^ 7 2°CKX 5 #P*WP!& tfco 

- P C R t £ 9 £ Dfc D N A 1^ £ 1 . 5 %ffiib&T p y>£/BV ^ft 
fi!U E c o RlMNo t I X°mikL. tWcDNAilt^pCHOl^ 

20 * — *5 «fct>*p COS 1^*- (#IH¥8 - 2 5 5 1 9 6) fc^ a— Lfc. 
ft*5. *M^^-pCHOlH DHFR-AE- r v H-PM1- f (WO 
9 2/1 9 7 5 9#RSJ ^b. Ego RIMSma I r^b^ J: <9 fcfcmfc^Z 
»U EcoRl-No t I-BamHI Adaptor (SllttS) 

&&-rz>z.t^£<9ffim^±'<y'*~xhz> a DNAmn^om, sMi2 

25 B5— «Fv©IELV>7'5y^ia^J^=3-K-r'5DNA||fJt^'atf7 0 7^5 K 
l:pCHO-scl2B 5MpCOS- s c 1 2 B 5 kfis& Lfc 0 $ 
KpCHO-s c 1 2B5MpCOS-s c 1 2B5(^I^Ml 2B 
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7. 4 l!lilBMffl^fc#12B5^ (I gG, Fab) M~MFv^ 

1 2B5i<$ (I gG, Fab) RXf 1 2B5fiW*©-*|Fv (#y-< 
7"^ K) «:COS-7j(|IIJI&XttCHO»JBl«rffivSfi55i.**fc. 

Gene Pulser (BioRad ttflt) £ffi^fc^ h P zK a ^fefccfc 5 Afc 

flAtfc. 12B5^ (IgG) ©»5MCttHtra«0»5l^^-HEF-l 
2B5H-g Y lSt>'HEF-l 2B5L-gK#l OpgTofc, 1 2 B 5 F a 
bWift<D&&\Cttp F d- 1 2B5HtHEF-12B5L-gK#10ngfo 
10 |, -*|Fv(D»ftpCOS-sGl2B5 (lOpg) ^PBStlib 
fcCOS- 7&JJ& (lxlO'llSS/ral) 0.8ml|li^U M-flPX., 
1.5kV % 2 5pFD©ig4lCT^VU*£#x.fc 0 iliaiO^IWMffl 

t5DMEM«FJft (GIBCO BRLttJS) tCiO*.** Lfc, M&PB 
15 ST?— EHfeifrU $btl|jlMiCHO-S-SFM II#»SriP^., £ibi£2 
Bffl#*Lfc. ««±»*ai.CfL»ia«IMfc*B**Lfc!l, 0.2 2pm©7^^ 

fc-ewwufc. 

£fc, 12B5fiWO-*iFv (^y^^K) Oil#W«!ftCHO«i 
JfoWZffiyLl-Zfzft^ pCHO-s c 1 2B S^S^**— £T1E©«fc5fcCH 

20 OlfifclfifiALfc, 

-fftfr" 1 ^ Gene PulserM (BioRad $±M) ^fflV^fc^^^ 
fete J: 5«^^-S:CHOjillfil:*ALfc, WmmP v u I T-?PtftLE#l 
ft^LfcDNA (lOOpg) PBSCiiSlfcCHOW (lxlO'W/ 
ml) ©0.8ml fcftg'Lfcfc©*:**^? M^PX-zk^T' 1 0»i^, 

25 1. 5 kV, 2 5]iFDOtit:t/^^X-fc 0 Stttl 0^|O@II^ 
©ft, rcl/^ hatfu-isa yjtm£fotcM&. 1 0 %© !> v-fl^J^jfD.?* Sr^* 
-T5CHO-S-SFM II (GIBC0 BRL *±M) fciDx.**Lfc. «Ht2B&te5 
nM ^hhW-h (SIGMA *fc|!l) 4 bW: 1 0 % ->Jfej£ C H 
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O-S-SFM II (GIBCO BRLttSS) lCT^*Lfc„ #6ilfc^ o-V^OV^ 
^*©fl!V^ P-VSrl 2 B 5-*iFv^l4»ti: LT5I^L/-c 0 5 n 
M^hM/^t-h (SIGMA *t8H) Sr-^tf«lllfll«*CHO-S-SFM II 
(GIBCO BRL tfc«i) fc-C**^. #*_ti»£*i!>. 5 SWaSSfeJt SrBfe 

5 *UT«F«±fll«r#fc. 

7. 5 CHOMUM^i 2B 5&&<D-#HF vtOji 

7. 4T'#b^7tl 2B5-*iFvMCHOl4W»±S^b©i 
»W\ #CF L AGft#*7^Xt5^/Hli8*7 A let Ofrofc. 
(1) #CFLAGfct{£#7A 
10 *g#±»fi, PBSffttLfcttFLAG M277>f^f^^ (SIGMA 

W ( P H3. 5) Tf*7AtK*LfcSeHS:«ffiU7t 0 ^tBPi^l^ ^fcti^fi 
^(aMh^ilW (pH8.0) ^Px.TTOL7h 0 S D S — PAGET' 
$ttl®#&##rU — #01 F v^flUB^tlfclS^SrCentricon-lO (MILLIPORE tfc 
15 £D «r/BV>T*teLfc„ 

(2) ^vma 

( 1 ) <7>M${i, 0.01%Tween20 ££tf PBS Lfc S u p 

erdex 200*7A (10x300 mm, AMERSHAM PHARMACIA #M) 
Ltz 0 

20 s c 1 2B 5tt2oOtW (A % B) fc#j&»;h/r*ffl Lfc (048«r#RS) o 

y^^ilTn^iP, »T*1L, Laemml i DTt^Mfc 

l£ % ffl#A N BV^tL^3l7G^l©'»(D»^M^b-f> jL^^O^fttf) 3 
25 lkDC$-^yK«:4ifc 0 I^AMB^S up e r d e x 2 0 0 PC 3. 
2/3 0 (3. 2x3 0 Omm, AMERSHAM PHARMACIA #M) V>fc<{f /Unfile «t 
D^Lfcfe*, H^A-ettH*»Jt±©^i:»4 4 kD, W#B-CW:|3J2 2 k 
D»C*ffl$tbfc (H5 0 a&tfb*#lH). »±0»*^e>* Bi#Afis c 1 2B 
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7. 6 &m-*mF v(9tpoi7^ hm&ymfe 

fc FTPOM (MP L) Z^iTZB a/F 3« (BaF/mpl) ^^"TSii 

5 B a F/Mp 1 jftfiSr, lro^V^J-lM (GIBC0|±M) ^ifRPMI 16 4 
0««6 (GIBCOtfcJK) -C2lHjgfc#L7c^^, 5x1 0 5 »/m 1 
S£ 5 Lfc. KMPL-*WlfclikfTPO (R&D Systems 

5 Op 1 epit 9 P t^/isW-J&yis— h (Falcon *±M) M^&U 

L0 C0 2 -f (C0 2 ^g: 5%) X" 2 4 8#RBJ&§I Lfc WS 

^^M«^fh SPECTRA Fluor (TECANli®*) £/l^T?iy5t}fcR 4 5 0 n m, ft 
«S6 2 0nm«»Lfc s CO,-fy^^^- (C0 2 M : 
5%) -C^^fUHy*^- h Lfcf&, SPECTRA Fluor £^THS$J£&* 4 
15 5 0 nnu *f.«;g 6 2 0 n m©|*I^ilJS tfc 0 WS T- 8s*Hf±£i»ifc 
KJ&CT&fi4 5 0 nm©Mf£^t5Ci^b, 2 B#H1<Z>P«£^b£^ 
*S(CB a F/Mp 1 W?§tt?r^©<t9^*l±JbrtED5 0ttiCj:i9MLfc o 

ioo%^ 5 o %tt%:<vmmz&^< ttMfl^ 

20 ±>9«5£&#T, C;h^£Jft^5 0%t&5^ftjitJg£||tiiU :^ED 
5 0{$.t Ltz 0 

#Sl 2B 5^^^^$•frfcCOS-7«^*±^f^fflV^, MP L 

#xfc5 1 2B 5 i gGT°n&&fe&mzwft!g(D±msmibbft7Pom<DT 

25 ^tt£^Lfc©K:#L (ED50 ; 2 9 nMh ^^«^~fffiT'fe 

3 1 2 B 5 F a bCDT^-* h^ttf±^^llV^©Xfcofc (ED 5 0 ; 3 4, 
7 2 4 nM) 0 ^rtU^U F a b t ^«(^H^WS^-ffitfc5-*iF v 
(s c 1 2B5) Kjb^TfiED 5 0^7 5 h 
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c 1 2B 5<£;9^i;£zflJ£L7tfcMI % ?S^|d^l:^ (^tyv-) 
5 ^ibti5Wi*bWc (IH4 8£#ffi|) 0 m^'X, ^J-T-bVA 

■7-(Ds c 1 2B5HtlW|L (H5 0£#!$h fHb^MP UC&fi~5 
T^-^ l^tt£$>J£Lfd£m, ID5 1&U<5 2|C^i-«t5^s c 12B5*7 
■7-T'liED5 0^44 38.7 nM^ C O S - 7 «©it*±i5rffiV>^^ 
left"*, 7=f=* hStt©^Mt££;ft,fc 0 ^*Uc*tU —«©$iJBlte^«Mt 
10 iMlFv (scl2B5^-7-) f(i-i©scl2B5^L|f|4 
0 0{g3£^T=f'~* hSteSr^Lfc (ED5 0; lO.lnM). Sbfc, ~m<D 
-#<ftF vflit hTPO^bO'la 2B 5 I gGOT^ h^tti: |5]^<b t 

HJ&#J8 (t hMP L^-T^t httftl 2E 1 0"5Jg£®«& = -K1-53tfc 
15 *©fl*fg) 

t HMPLWSfc h^y^n— ^-/PjltflEi 2E 1 0 © praBB#«r = — K1~ 

8.i i 2 e i o uMBM^^z ^i-^AB^mm 

t hMP LfC^-rst hfctftl 2E1 0H«|^^ K1" 5 
20 WO 99/10494 fclBttOT 5 / HE?!I (KB!** 8 5 ) SrSHE?!!** 8 

— SB^U (@2^J#-^- 87) (GenBank accession No. A F 0 6 

2 2 5 2) SrilfeS^act^ftoittEBWSrKW-Lfc. Ktt LfcittHBaitt 
ZtlZtll 5 b p<D*-s<^-7 <y7mm*fto£lfc4*<D*V =o*y K 
25 (12E10VH1, 12E10VH2, 12E10VH3, 12E10VH 

4) JC^WU 12E10VH1 ffi»: 8 8) M12E10VH3 (IB 
?IJ## : 9 0) lte*sxjjfaX\ 1 2 E 1 0 VH2 (£^|## : 8 9) &0<1 2 
E10VH4 9 1) teT^myxjjfaX'Ztl^tl&J&LltLo 4Hfr 
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7^-7- ( l 2 E 1 OVHSMl 2E 1 OVHA) SrflP*:, 

(BLfc, **5s 12E10VHS (lB*!l#-§-: 9 2) tt^l^y^ ^-Vl) 

-»5'«iw^y^xu ioHi nd 1 1 immmmmmwzbTi 

t = f vfUmZft^X 0 ffcUElO VHA (Ifi?lJ#-^ : 9 3) fi^^ 

P CR?gf&l 0 Op. 1 li, 1 Op 1 CO 1 OxPCR Gold Buffer 
II, 1.5mM MgClj, 0.08mM dNTPs ( d AT P, d GT P, 
dCTP, dTTP), 5 =>-~y hWDNA^'J — If Amp 1 i T a q 
Gold (RJtPERKIN ELMER *±§!fh 2. 5 fn^M* o^^!l =r^ 9 V 
B5VH-l~4^tU 9 4 < C©^W^^T 9 LT&fc 
9 4tl:t2m 5 5'C^X2^M2aV7 2^CKT 2^M©^ */U«r 2 @£ 
'&Ltz'&. 10 0 pmo 1 e-foO^HBS^^W-r— 1 2E 1 OVHSMl 2E 
10VHA5rM, H(C9 4m3 0m 5 5tl:t3 0#Fb1^7 2t 
1 £ffi©1M */u£ 3 5 E&m LfcflK KJSftfrfcfcJEfc 7 2 < Ce 5 &Mftl 

PCR»|il. 5%(SSfe^T^n-^^U (Sigmatt®}) e^ftlLfc 
ftJPgSfSfB a mH I RXfH i n d I I I "CtHftSU t hH«m^^^-H 
EF-gyl^^P-^^^LfCo DNAE?!lfcJ&0SU IE LV^DNAlB^iJ^r^'t" 
SDNAWf^Sr-^tf^^? K&HEF-1 2E 1 OH-gyl h-fo&Ltc, 

£ P>t, HEF-12E10 H- gylMiiE c o R I iSebtffcB amH 
It*U 1 2E 1 OVHSr^-Kt-^it^^P^tfcm, tFFabHi 
^S^^-pCOS-Fdi:#ALpFd-l2E10HSr#fc 0 <t*5 % k h 
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E c o R I &t>*B a mH I ffll6B*XBMffl?!l&4r-t-* J: 5 KRtf UcGlCHl 
5 -S (IB?iJ#-§-6 4) W7^^i;LTt HHiUfcfMlW&CHl K*>f 
y©3'^©DNA(W^!)^XU lot = - 

:HS©#jt = K^±VB g 1 II $iJPS^m»iiL^^i-5 «t 5 LfcG 1 

CHI -A (E?!l##6 5) £/B^fc 0 
y°y^5. KHEF-l 2E10H- gylXVp F d — 1 2 E 1 OHl^ilS 
10 fflSfifc 1 2 E 1 0 H^^«^±^*ia^JS:t>*T 5 J mm&Sfflfc* : 9 4 |C 

8.2 1 2 E 1 0 Lj|SMM£HriFl^ii±Q^ 

fc hMP L fC^-TS fc 1 2 E 1 0 L^pJ^«^^- Ki"««fi-7-tt 

WO 99/10494 fC|B«©7 5 7 g£IBJlJ (S2»^ 9 5 ) £SfcE?!l#-S- 9 

15 6lc*-mUSEW«rtMH-Lfc B $ Mc, ^(O 5' JjglJit ^Mfe^**©!) 

-WM m&m%9 7) (Mol. Immunol. 1 9 9 2 ; 2 9 : 1 5 1 5- 
1518) &m&iSl£&Z.kvm\rL1t c WttL1t&&MB&M't±iRkmfflc*ti 
Jffil 5 b p(D*—j<- =7 -yTEM S:«roJ;5IC4 *©^3J =0*^ (l 
2E10VL1, 12E10VL2, 12E10VL3, 12E10VL4) !C 

20 ##JU -?-H-en^tfc, 12E10VL1 (@2^J## : 9 8) RVl 2 E 1 
0VL3 (ia^J#^- : 10 0) fiir^ffi^ 12E10VL2 (IB*W§- : 9 
9) RVl 2 E 1 0 V L 4 (8B?IJ#-§- : 1 0 1) ItT^^VXfEffl&GU & 

(1 2E 1 OVLS&tfl 2E 1 OVLA) £flP;i, ^*©*ft=F4: 
25 £fILfc 0 &*>\ 12E10VLS : 1 0 2) \%W577 4^-XV 

-y*-mm<D 5 ' :/ y y-r xu ioe c o r i fftiiss¥&@iftE$!i& e> t>* 

fc = ify*E#l&*froJ: 5 tfcl2E10VLA (SE?'J#-^ : 10 3) tj& 
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pcRS^&^i±tB«^:f5J^^c^TV^, pcr»iii. 5%i&m&T$u<-*?^ 

(Sigma Zm^MLtz^ ftJPgHlfE coRI RUB 1 n I T'ftHbU 

^ijps^e cori vmitu 1 2 e i o Lm^mm&ikTft bv^m^m 

El OLgOtW (ia»^-: 10 4) ^o/7^5 Kir p COS- 1 2E 1 

10 8. 3 SMl2E10-^lFvP#li 

mffij&l 2E 1 0^-*iFvlil 2E 1 0VH-l)y*' 1 2E 1 0V 

LCDHWiU ^OC*ffi^{i^tHSt>*»M^a^1-6fc*^F LAGIB^IJ (IB 

: i o 5) ^#7jq-rswi:T*is;n-Lfc 0 y y*-mm (G l y 4 S e r ) 3 

©1 575 /ifc&»&ft.S y y^-ia^iJ, tfettS: (G 1 y 4 S e r ) ,05757 
15 ttfrbfcSU ^#-E?lJ/BV\ S$£$l 2E 1 0$F v (scl2E10^ 

d b 1 2E i o) zmmLtco 

(i) 5T$;m*bt£ZV>#~EM&m^itmt&i 2eio-^if v 

5T5yK36»e><c5U V*-E5!I«rfflv^W»j«l 2E l 0— #$(F vfc^- 
20 K-f-safi^l* l 2E l 0H<HVlR*Sr='-Ki-53te j F'©3 , », W12E1 
0L«V^«Sr3-K-f-5it^©5 , «gtc (Gly 4 Ser) JJ^* — 

*§U JIIH-acirfcJ: 9«|SLfc. ffl*fi&12E10-*«FvO»fcA 
lUiCPCR^^-?- (A~D) £{£/BLfc 0 7°7^^-ASt>*C(i-fe^^ 

Hmvn®<Dtcft<Dm1jZfy'(-?-l$l 2E 1 0 S (7°7^-A % @B^J# 
10 6) &fflV\ H«Vft«Ofc*©^7^^-DB 2 (T^-f^-B, 
SB?iJ#-§-: 10 7) M\ HiVittOCStclSSra - KtSDNAlcW^U ^ 
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*U to (Gly 4 Ser) , frbftZ D ^*-«r=«- KI-SJfcXETflfc bt^c 
L||V«©N*ig£^- K-f-SASEyiJSrW'tS i 5 WKtf-Lfc. 

8) ttL#V««©N5feiS*3-Ki-*DNAt/N>r^y ^>fXU J.O (G 1 
5 y 4 Ser) ,i&»bfc5 0 = - K"t«*SEW4 btffcH*V««©C* 

^v-ftl2E10FA (T^t-D, iB^IJ#^: 10 9) M:L«l5r3HW*0 
*Jg&=»- KtSDNAlc^^^y ^XU J.OF LAG* = — Ki"5*SE 

10 I-PCR«ioV^2o©Sf&A-BS{;c-DlrffV\ ^LTSI-PC 

fcfflftfcl 2E 1 0-*«Fv^3- Kl-$£ftDNA*ri#«Lfc (&-PCR)„ 
ftfc* £-PCRfc*5l/vtfi» SttlJ 1 2 E 1 0 HiVi«* = - Kt3^7^ 
15 5 KHE F-12E10H-g Y l GttMfl 8 . 1 *<WR) XtfSfcj* 1 2 E 1 0 
LiV»n- m^7^ 5 Kp CO S - 1 2 E 1 0 L (Uttftl 8 . 1 

^-PCR»M5 0nnt 5pl©10xPCR Gold Buff 
er II, 1. 5mM MgCl 2 , 0.0 8mM dNTPs, 5a=?h©D 
20 NA#y p< 7— if Amp 1 i T a q Gold (J^_hPERKIN ELMER *±®D> 1 0 
0 fc , a^fO©#7'7'l'-7-SD ! l 0 0 n g ©4H*fflDNA«r§tfTU 9 4tJ 
©WWaUtlCT LT&lC 9 4°C^T 3 0fJ>IHk 5 5°C^T 3 Ogtffl&tf 

7 2 < CliTl^M©-9"-r^^*3 5 0KfcLfcflU R*S»^*S:3St 7 2 0 C"e5 

25 PCR»A-B (4 2 9 bp) &t>*C-D (3 9 5 bp) ttflPCRt 

Ty±y?y Ltc B »-pCRfc*3V^T, ilt UT lyLf 0©f-PCR^ 
feA-BS^PCRS^C-D, 100t 1 3^fo©#7'7^- 1 Op 1 
©lOxPCR Gold Buffer 1 I, 1. 5mM MgCl :> 0. 0 8 
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mM d NT P s % 5^.= y hGDDNA^y ^ 1 i T a q 

Gold (i^_h PERKIN ELMER &K) 9 8p 1 (DP C R»£ift*:, -t 

^ZPCRia>)4C/c 7 9 5 b p ©DN Al^Jt^O^T 1 . 5°/o»J^ 
P-*y/W&/BV>TttlKLfcSK Ec ORIS. Wo t lt«U #bftfcD 
NAUrJt&pCHO l^^-^fcfip COS P-^y^L7tc 
**5, #^S|^*-pCH0 1fi, DHFR-AE-RVH-PM1- f (WO 
92/l 9 7 5 9#i) EcoRI^Sma Iilkia^Mfe-?* 

fi'JBfeU EcoRI— No t I— BamHI Adaptor (SigigttK) £ 
m&lrZ-kfc&VfemLtz^ff-X-hZo DNAlfi?iJft£oiL 
B 5-*gtF vOiEU^T^y^ia^J^^-K-rSDNA^^tfT 8 ^^^ K 
£pCHO-dbl2E10, St/pCOS-d b 1 2 E 1 0 Lfco 
7*5; KpCHO-d b 1 2E 1 O&t/pCOS-d b 1 2E 1 Ofc£**u£S 

M12E1 o-#g*F v ©itsgE?iJST>*T 5 /wtmmzmm^- ■. not^ 

1% 

(2) 1 57$7§£fl>ibfr5 y y^-fg?IJ^ffl^fcSM .l 2E 1 Q-llFv 

1 5 7 5/Ifc&»e>*5 y lob-Eai&ffl^fclSflWU 2E1 0-*|Fvl:3 
- K"f Sit^ttl 2E 1 0HiV«^^ K-r5«e-?03*«l % Xtfl 2E 
1 0 LiV*««r = - K-f Sfc&^tf) (G 1 y 4 S e r ) ,^6)4 

IfeSrffl^-ClSMiU it^i-^-i^i^ffi^tfce SDSl2Eio-**Fv 

©{^(Dfcfe^4fi©PCR7 P 7-l'-7- (A~D) Mtfco 
tfCttlr^IB^J&WU T^^-B^t/DliT^ir^I^J^^o 
H*V«*©fcii)©lKr^7-<^-IH 2E10S (7°7-r^-A, SE^IJ# 
10 6) tfflk\ H#V««©fci!)©«^7'7>r-^'-s c 4. 3 ("fy-i'?*— 
B, EM**: 111) tt, HiVli©C*«^3-Kt5DNAtWy!J 
^XU S.O (Gly^Ser) 3 *>&*5 U ^-^ 3 - K-rStfUSEEIfc £> 
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L^V^©fc*COHii^7 0 7-Y-7-s c 1. 3 (^7^-0, Efll**: 1 1 
2) ttL«Vfl*©N*«%3-Kt5DNAMyj)^XU fi.O (G 1 
y 4 S e r) U = - K"t5iftS^I* b^HiVWOC* 

^-|412E10FA (/7^^D, BB50##: 10 9) fiLi^^C 
|-PC Rffcpgfcfcl 2 O (Dfcfc A - B &tfC - D &*TV\ -t L"C&— P C 
V^WSfiJU 2E 1 0-#48F v& = -K-f«£*DNA£iHffiLfc (H^PC 

R) 0 ftfc, H-PCRK&wcte, ffi^i2Eio-*iFv^3-my 
9*5 KpCOS-db 1 2E1 0 (2Si60>]8.1 (1)*#R8) ££*S£ LTfflV* 
15 fc 0 

PCRtB©^5 Opltt, 5pl©l0xExTaq Buffer, 
0.4mM d NT P s , 2. 5 3-= y h©DNA# V / 7^ T a K a R a 

ExTaq (JELh£fi3fitfc»h 1 0 0 t°a^f 00#/7^^t>'l O n 
g©#*®DN A Sr&*U 9 4 toffliat (It 3 Of F B R ttlkt 9 4=Ct 
20 T15 WSt) 5 7 2 °CK1T 2 * ^ 5 0, 9 4 0 C^T 1 5 g^&tf 7 

0 < CKiT2^©lM^A'£5|Ek 9 4°C^T1 5«(/6 8ti:T2» 

PCR^tlA-B (4 7 7 bp) RVC-D (44 7 bp) tt^-PCRT* 
Tyty^y Ltz 0 ^-pCRfc^T, «®i:L-CliiLi"o©JR-PCRS* 
25 ^A-BMPCRMC-D, i 0 0 k°^ J E-^T0C97 P 7-('-^-AS.I> , D N 
5nlO10xExTaq Buffer, 0.4mM d NT P s , 
hODNA^!J^7-t*TaKaRa ExTaq (£A±MSitt«) U 
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^-pCRti^CfcS 2 5b p<DDNAir^^-oVN-Cl. 0%«£T# 
n-*y ; i.&ffi^-Ci|*®!U EcoRlSWotl-eHbU #6ft/cDNA 
Klfjt^pCH0 1-<^^^^fc«pCOS DN 
AgE»£tf>^ ftffif&l 2E 1 0-*^F vWIELV^T5y^Ia^J^r ::I -K-r 
5 ZDNAffiKZ^t???*^ K^pCHO-s c 1 2E 1 OWpCOS-s c 
1 2E 1 0 t^Ltc 0 KpCHO- s c 1 2E 1 ORt/pCOS- 

s c 1 2E 1 0\^*tlZ>mnj&l 2E10-*iF v ^SIB^JS^T 5 7 ^ 
la^J^IEW^ : 1 1 SKrF-to 

8. 4 i^Wia£JlV^c#l 2E 1 OMfr (I gG. Fab) M-MFv 
10 # U K<^%m 

1 2E1 OtfCft (IgG, Fab) ft^U^l 2E1 0»*O-*|Fv 
(y ^-iB^j5T^y^, 157?;i) liCOS-7«fcL<ttCHOa 

15 ne Pu 1 s e r I USB (BioRad th|8) *^V^3iU^ hojK^-^a^lfe 

icj: Diemifc. i2Eiott*(igG) ©jiafcttiwa©**^^ * 

-HEF- UElOH-gYlXt/pCOS-nElOUl Ojigfo^, 

1 2 E 1 0 F a bmft<0&&\a*p Fd-12E10HipCOS-12E10 

UlOngfo^ -*iFv«ttipCOS-s c 1 2E 1 0 ( 1 Op 
20 g) ttlipCOS-dbl2E10 (lOng) 

III (lxlO'»Sa/ml) 0. 8m 1 Idft^Lfcfc©*:**^ HdBlx., 1. 

5kV, 2 5pFD©g4fcT^Vu;*&-£x.fco MfcT 1 O^MCEHMHIfl©^ 
hojjfv-^a i^AffiSI * *bfc*BJl&«r ^ 1 0 ->JI&J!SiLift 5 D 

MEMi§ite (GIBC0 BRL *±&l) ^Px.i#« Lfc 0 »PBSt~ 
25 HI&#U ^Cilk»CHO-S-SFM] 1 4M6 (GIBC0 BRL thfit) 

x., BWH*4lLfc 8 »#±»*it^L*BJia«lE¥Mfc*»*Lfc«, 0.2 2 

£fc, 12E10^»-*«Fv (#y^^K) OUm^CHO 
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mmW*ffiyL-rZ>tclb s P CHO-s c l 2E10*fcf±pCHO-db 1 2E 

#3651^ ^r-«T, Gene Pul serllgl (BioRad &») 
a: hc^l/- i/g ^(Ct 9 CHOiWia^Jtfi^ALfc- P v u I flKbfc 
5 iOitiM^LfcDNA (lOOpg) £PBSi£«L/cCHO« (lxl 0 7 
tt/ml) 00. 8ml ta^UtOl^a^y H^Bx.> 0#Mlfr 
gUi, 1.5kV, 2 5pFD©&SfcT^Vi/*£-5-*.;fco ifittlO^ISi 

teW^bm^im t5 CHO-S-S FM I lJgtt (GIBCO BRL tfcSS) 
10 IdTOjfcJgilLfc. «H 2 B&K 1 0 %©^*i/fl&l]foffi£^#«&B£F-£ c 
HO-S-SFMI lJg*& (GIBCO BRL t±® (CT«bfc 0 &e>*bfc* n-^m 
-OVvT38^fi<BiSiV^ n — 1 2 E 1 0—#glF v ©jg£*SII&tfci: LTiliRL 
fc. ^0»»ac*«SlfiL»»«C HO-S-SFMI lit* (GIBCO BRL tbft) K 

t**«, t%m±.m*M£>. mMBte£QtoiBtoK*tto&w c * o. 2 2pm© 

8. 5 CHOijg^g) 1 2 E 1 0 ^^-^jF v Offii 

8 . 4 F vMCHO» ( s c l 2 E l 0 , dbl2 

ElO) ■tti J P)li/0«i±»^&tSF L AGtt**5^, Rtf^5iS*5^*r 

20 (1) ftFLAGttfr* 7 A£ffllofc8f}» 

fcHJUlf (s c 1 2E 1 0, db 1 2E 1 0) *zMft> \ 5 OmM Na C 
l^tf5 0mMM^^-itttett«« (PH7.4) ICT^IS L-fcfc FLAG 
M2 77^7^^ (S 1 GMAttl) *7A|:»U MW7^«: 
10 OmM ^^iW (pH3.5) AfcR*bfc«e« 

25 igttlLfc. ^WlB^faE-fefclM hy^-«r« (pH8.0) 4rUP«f» 
Lfc 0 SDS-PAGET'^»^U -*«F v 
tW-M, Centricon-10 (7^ 3 ^tt$SD Sf«V^«2 0 
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(2) y/Hfti 

(1) <Dm£%^ 0.0 1% Tween20^ifPBSfWUSupe 
rdex 2 0 0HR*7i (10x30 0 mm, Am e rsham Pharma 
c i attIK) KMLfc Y{fyJ»*m 5 3*5£tf5 4^1% *©*S#, 

5 scl2E10l:ibVt|j:20(7)kW (A, B) asttffl^^fc (H5 3)o 

dbl2E10TU 20(Dt-^ (C, D) &m&1Mt (H54) 0 Wil 
©fcr-*H#&#®U ilTG^MP, ^IJPT'WU La emml i <D^fe^ 
JHCTfl«*»«rfTV\ *tt*«eft«r^^V-yy UTyb^^tfc. 
05 5|u/Tf±?^ H#A, B#B, H#C* B^DV^tb'b3l7n^l©»© 
10 ^&lclSfr&-f, JL*»tf ±©£-?*ft 3 1 kDlc|i-^yKI:4x.fc. rtbb© 
Si#&, »Su p e r d e x 2 0 0 HR# 7 A£fflV^fc^/u5iB"C#«f Lfc 
W£Af4JM»tt±©£**#Sl2 0 kD, ®#BfiE4 2kDlC*B$ilfc 
(Et5 6^#.^)o B^CttAWt±©^l«6 9kD, H^DIi^4 1 

kD«ffi£*lfc (0 5 7M) &±©*t*a>b» scl2E10ft*« 

0, d b 1 2E 1 0ft*OH»Ctt-#iF v©##W*£&tth y^-x 

8. 6 #fjF vPTPOiTd'^ hffl£©a'J£ 

t MPOft* (MP L) Wt5Ba/F3» (BaF/mpl) icaj-fSi* 
20 mfS^aiJ^-tSwit-lio-T, Kmp l~*I»TPOMW«^ 

BaF/mp 1 1 % £ ^WMlM* (GIBC0tfc§») Sr^tfRPMI 164 

OifJtil (GIBCOthK) X*2®mfrLtc<Dh, 5x1 0 'HUte/m L©*MSrf&*te* 
5i5i:J&*ltSiLfc. jJtMPL-#itt#*fctt:l: hTPO (R&D Systems 
25 tfcjR) *JW6T?aiafc*RL, OpLfcffiffcSfcttfc hTPOW 

5 OpL ^Dit 9 6^-7^^0 1) i^fi/l'- h (Corning tkSD I^SU, 
CO^y^^-^- (CO,|f : 5%) t?2 4R*W«*bfc. WS 
T-8l^m («fl»SF :T-#7^77?M) SrlOpL^x., Wk 
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fc»#ftfttf Benchmark Plus (BioRad frM) &/BV*-CH£«ft4 5 0 nm, MB 
jft*6 5 5 am©»*«Sra«tfc, C0 2 ^^fa^^ (C0 2 «ft: 
5%) t'2W^^^ hbfcft. Benchmark Plus SrfflV>Tf¥*ffl®ft*4 
5 0 nnu *f.M*6 5 5 n m««*ti^ bfc. WS T- 8f*3£{i£lf« 

HtCB a F/mp 1 «*t?iS?£tt bfc. 
#il 2E1 0^^^m^^fcCOS-7iSll!a^*±?t^V\ MP 

LW57d'^7 hfiH4S:»3ebfcfe*SrH5 8 tc*1"„ U V^-IB^J5T 5 

( d b 1 2 E 1 O) &<fct>*l 57;/i (scl2E10) ^"*iFvf 

10 tt«Aft#«»C!ft*«Oi:#^»«)fe^ TPO«©7^ h«ttSr*bfc© 

fc*JL (ED 5 0 ; *ilfjl9 pMfc£T>*5 1 pM), 1 2E 1 0 I gG*5ctt>*l 

2 E 1 0 F a b T*{i£< bMA^fc. 

15 5c 1 2E1 0-*iFvW^fcCHOaW^J:I^W 

il^HbT, MPLW57^^hStt«tfc. ^©m®5 9lC^ 
-T 0 s c 1 2 E 1 0 *t-fr1" ^(--a $.tl5-Afc (scl2E10^ E 
D 5 0 ; 1. 9 pM) lififr ( s c 1 2 E 1 0^/^-% ED50 ;>lOn 
M) fcUfc^T, 5 0 0 0ffiF£Ut3Sv*T POmr hSttSr^U ^©gttfi 

20 TPO (ED 5 0 ; 2 7 pM) «t D t>3SU6»ofc. d b 1 2 E 10©It* 

(d b 1 2E 1 O^v-, ED 5 0 ; 2. 0 pM) (is c 1 2ElO^^-i 
(3U£|SJ^<£3£v^te£^Lfc 0 ? %m fr^&frb^ Aft t Wife tStitcdb 1 2 
El 0 MJt— (ED 5 0 ; 7. 4 pM) fed b 1 2E1 0 *V ^— 
V^tt&^bfc. 6iLh©*S*a»e>, 7^F^l2E10O«(l TO 

25 tt-jMMtt**— Hi W^H -Cfe5^td s fi5li:^x.bH5* s x 12E10 Ig 

ttMtfEAH'* ft t v > o fcSm fc fill i #SJ * ft 5 . 
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HI. t M gGlW t b IAPmt^Ll 2 1 0« (h I AP 
/L12 10) l^^Lftl^ £ £^-T7 p-1M M h JJ -©£*&^1-0"C 

5 @2. ^^7MABL-lW, t M AP^tS L 1 2 1 Oifi (h 

i ap/l 1210) \m^\^^z> - £ ^tf-T7 p -im m h y-©& 

0 3. ^7MABL-2« t hIAPmt5Ll 2 lOtt (h 

1 ap/l 1210) ^m^j^^-rs^ii^^-r^P-ih-r m h y-©*§ 
i6. ^©-*iFv^3-mDNA^, *&%Wimi®MzxmLz^ 

07. «0i]5. 4T'#b^fc7^^^>7'P ^ b©^^^-fi|-Cfo?) 0 & 
WiD, 5HJt^-#^ (±*»b9 7. 4, 6 6, 4 5. 3 1, 2 1. 5, 1 4. 5 
kDa^f), pCHOHACOS7»fif«i:ff> P CHOM2iA«f 
#±?f „ p C H OM 2 * AMi§*±?Pf ^$f$M A B L - 2 F v 

20 (^PP) i^mbt>\Z.^flX\>^^>^ t^TT^o 

08. n^hp-yui: Lt©pCHOl/COS 7 Mig^±?f ©#C#te> = 
^ hP _ ;Ui tt©p COS 1/L121 0»Jtefcria££LftV^**SH"? a 

09. MAB L 2 - s c F v/CO S 7«$tif ^f^lt n^hP-A- 
25 £ U©pCOS l/L 12 1 0»tefcttfi-B'LfcV^fc&*-r:7a— !M M 

h y — ofe**^i"0"C*>5. 

010. ^ ho-^fc U©p COS 1/COS 7 Mig^±fif ©ftf^ h 
I AP/L 1 2 1 0»fl&{C^L*V>ri:Sr^-r7n-^ MJ-Oft*S: 
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Hill. MAB L 2- s c F v/COS 7»i§#Ji?f^^tt. hlAP/L 

1210 r. t %7fi-ry u -im mm -ofagz^i- 

5 @12. WJ5. 6tvTfCompeti t ive ELISA©»*t 
*HO-*lFv (MABL2-scFv) ©ttJOJtfgr^fiH*** 3 
yfn^i UT©pCHOl/COS7»JI&«f«±»t«sttbT, J 
^o-^^flEMABL-2©«:flRll^Mi-5ia#4r»«i: LT^i-H"?*)*. 

mi 3. hwjs. 7©r4f h-v'^^^mcD^m^-rlll'^fc , 5^ 3y ^ c 

10 -/^Ut©pCOSl/L12 10»(Clt ny^PWl/il^pCHO 

i/cos 7Wia«*±»^ttT#h— >^*«iBb*v^t^i". 

-;vt U©pCOS 1/L121 0«lCli, MABL2-S cFv/COS 

15 mi 5. H»J5. 7©r#h-^«»«J*Ott*«r*-fH"^«>9^ hlAP 
/LI 2 1 OflMBtCtiU 3^ho-yUtU-COpCHOl/COS7«lll&**± 

Ull 6. 7©7#h-^iW©^^Mtfc^ hlAP 

/LI 2 1 OKliaica-U MABL2-S cFv/COS 7»f*J:^^^ 

mi 7. HWJ5. 7©T#h— ^»3Kb*©te**^BI^*5- CCRF 
-CEMttl&Ktt, 3>-hn-/Ui: LT©pCHOl/COS 7 flUMMUiilftt 

111 8. 2111015. 7<DT#b-^xmm®&<Dl£%:Z7f:-fmX~h*), CCRF 
25 -CEMWI^L, MABL2-S c F v/COS 7»«±»« 

mi 9. HWJ5. 9©CHO*IBIiam4©MABL-2^*3l5©-*^F 
ttMgteiSV^ Blue-sepharose #7 AT?#e>ftfciffl#«V^r l" 3 *^ 7 ^ 
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@2o. ^»J5. 9<d (2) x*n<bfttcmftAs m$B jcov^ry/miitc «t 

0tt»Lfc£*&*-fB"Cfc!J» H^A^ttlL^tti©^***) 3 6 kD, !i# 
5 B"CB:|5J7 6 kDOfeg^igt 0 -^ (^AlMBI) flS&fflLfc- 

[32 1. H%09 5. 9©CHO*BM^©MABL-2tt#**©-*ilF v© 
&SH§Sfc::^T#bftfcH#«: SDS-PAGE -Vftm LtcmX'h <9 > l^t 
^4^3 5 kDC^- F<D%-X*hZZ.i:%7Flr 0 
10 IH 2 2. CH0»jaS4©MABL-2tt<*:**O-*«lFv©**«H:*JV^-C# 

bnfcw^A i rxib i*?>mmfc£yftffiLitn%*7Pir%ixhV), ®#a 

15 HI24. 1 2©«1«14©MABL- 2fcfc&&<D— *iFv 

i25. Htt09 5. 1 3 07^b-^liM©»*tit'fc^ hlA 
20 P/L 1 2 1 OfcHllSiaix ay h n-/Vi: LTO^ ^ I g G$i*li7!K h-v 1 
X*m&LK\ l ^k*7Flr (ft«S3 M g/ml), 

08 2 6. £%04 5. 1 3©7#h-S':*IiiB&*©*S*&**B^*0» h I A 
P/L 1 2 1 0*fflJj£lC*fU CH0«140MABL 2 - s c Fv^ 
SB^fcLTtf h-V^*»fi«itSr*i- (ft&J&J- 3 ju g/m 1 ) 0 
25 02 7. Htfeffi|5. I 3(DT^b-i^^mi&^^^^irmXh f 0. hi A 
P/L 1 2 1 Olllll&fcttU ^8l®ttl4©MAB L2-3cFv^"r-jS 

**icrjj*h-^«rinai-«ci:**-r (ft»«S3^ g/m l) 0 
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P/Ll 2 1 OHMSfctt, CHO«l4CMABL2-s cY v*J-?-<OT 
/m Do 

029. HWJ5. l 3©T7Kh— ^«UBSb*©l**«r*-*"Bi^«>5- hIA 
5 P/L12 10KB|lStii> MI«l4CMABL2-s cFv^/^-^T 

/ml)„ 

IH 3 0. H»J5. 1 3cDT^h-^^^^^^^-ri21'C^ , 3> hi A 
P/H 2 1 Otttlt ^ ha-^i: LXOv^^ I gGttftfifeFLAG 

m 1 ) 0 

03 1. HMI5. 1 3<DT^h-i/^^^m^m^^1-|it:-fc , 5^ hlA 
P/L 12 1 OjM&fc&U CHOttl4©MABL2-s c Fv^/v^ 
ft F L A Gfcfc(DmM iaot»7*K^ 5r^i2i- 5 £ t (» 

15 It3/ig/ml) 0 

1213 2. t h#fiH«BJte*KPMM2*r^«Ufc^5'^OlfiL»*©t: H I gGf 
fc£4Utfc©T?ifc»3, -r**fc*5»7 5fc h ft* * M gG 
<DMZmfeLtc&$kZ7Fl-mX-h <0 > s cFv/CHO^^ K PMM2» 

#Wffl LTV^ £ £ Sr^-f. 

20 03 3. IKi5Wi«Ov^^©^#HfjC**t-C*J0, scFv/CHO^v 

0 3 4. MABL-2^*5l5(D20<^)Hmv«Rt^*20t^L^V«^^i , 
ft^ffift Cs c(Fv) 2 ] ^m-TS^^^ KO-«©fll3ftSrn%i". 

035. [H*G - [LfG t45J:5tV«««ritltU jlo^f-KU 

036. HL^^^D ^T 5 ^ K<0*»*5 J: t/^^f - K y -OT 5 / IfcE 
HI 

03 7. [L#G - [HUG i/£5J:5i:V«MU lo^fKU^- 
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03 9. WJ6. ^fcttS****^* 5/x>f ^^©fe*^i"^*>9. 
2 OOHiVWt; 2 O© Li Vii^t tf s c (F v) 2 RUU*<D& 
$©^y^KU — SrW-tSMAB L-2#fcfts c F v #3S5.L-rv>3 £ t £ 

m4 0aS:^b. mmme. 3d) jc-cwfiufccos 7iwia#ii±»*ffiv> 

m5MABL2-s c F v RXI s c (Fv) 2 lt t MAPl^ttMfP 

|4 1. »6. 6 0r^f-^«*»*©*&*Sr*i'BI^*>5^ scFv 
<HL3, 4, 6, 7 S L H 3 , 4, 6, 7 >Ms c (F v),tth I AP/L 1 

2 1 omm^^xmm^mm^mM-fh^t^-t 0 

0 4 2.«#J6. 10©ttJBtft^ffMBi©IS***'fH"e*>9, scFv<HL 
5 XB^-^H&tfs c (F v) 2 ^t h I AP^^LtiSiV^fP'ti^Wi-^-^^ 

143. 2»J6. 1 1 ©in vitro 7^F-^iE««^t@^^^ 
MABL2-S cFv<HL5>0^v-X(J!MABL2-s c (F v) 2 f±h I 
AP/L1 2 1 0, CCRF-CEM©W««&IC#UT«*«#W^»«5E*« 

|44. t h#KJB»Jia»KPMM2S:^*tU^!?^^*3*t5t 

v<HL-5>Ws c (F v) 2 ^KPMM2»iao«»5KWIttV^ 
5 H £: £^l"c 

|45. ll*gt««0^$'^©^#B*«r*U"C*5 5^ scFv<HL-5>^ 
04 6. ffij|^&<0^**©&#B«&^^^ sc(Fv) 2 g#lC^ 
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04 7. l 575 U i'a-EflSr&trSflWU 2B5-*|Fv^ 

114 8. JHWI7. 5 (1) "C#e>^fc#l 2B5-**FvSr, ^/UtiS J: 
9mMLfc*£3l£7F-f l^-Cfc 1 ^ scl2B5t'(i20<Dt-^ 0B#A, B) 

049. MMM7. 5 (2) m*3V^-C, ^H^AiS.tt/BSrSDS-PAGElC 

0 5 0. H« 7. 5 (2)K:J3^T, #®£A38.fcU 5 B£S u p e r d e x 2 
OO#7^fcJ:0£tfLfctt*«r*U (a) |^Afli|,WJ:0^t»4 4 
kDt's (b) iB#B-mi3]2 2 kD©{£S(^Mt 0> -^«{±S^tLrc^i:^-ro 
051. scl2B5&tfl2B5ftft(IgG, Fab) ©TPOi7^ 
h«tt©«JBI**«r* L N 1 2 B 5 I g Glt?-«-*iF v(sg12B5)I1 

0 5 2. s c 1 2 B5*y7-SW^^TPOl7^^ hJStt©aiJfc*t 
***U Zfl5©t(l:ll!(tS^»ttSr»o-*«llF v (scl2B5^H te- 
asel 2B5i^4 0 0fg±^7d'^ higttfc^U 

hTPO<bIwi^fct< iit^i-efesr t 

0 5 3. »feih/fc s c 1 2 E 1 0-«MSu perdex20 OHR*7 
J±*m^Tc?JVh]&? a7^77^ -fftHlfc^^tir-J) *K 1 2 E 

1 0 s c 2 0©t-^ (®#A, B) tC^d^7tfe*Sr^i". 

0 5 4. #bftfcd b 1 2E 1 0— #Hirift£S uperdex20 0HR^7 
A*r/flv^W*>a* F^77^-ttt»Ufe*S:*t0"eib9 , 1 2E 

1 0 s c 3t'lt 2oOtW (Si#C, D) fc£itah,fc*Sr**:*-*\ 

05 5. W#A, B (s c 1 2E 1 0) tSXXmftCs D ( d b 1 2 E 1 0 ) & 
jItc, #*7D*{rFfc ^l75SDS-PAGE7>tftfcm*t= 
0 5 6. H#A, B«\ Superdex2 0 0 HR* 7 A£fflWc^3ii* 
P-?h^7-f-t^lfLfcfe*^t. (1) Pi#A-?f^ *>tt±©#**4 
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2 k DiC (2) ®£B-C»±, R2 0kDOffitU:, £Ktf-* *Sj8fflc5^fc- £ 

|57. Hi#C, S u p e r d e x 2 0 0 HR^J 7 A^V^c^^i^ 

5 9kDi: (2) ffi#B-Cf±, p]4 1kD©jiil:, ^31 tf-^ «£B £ tbfc r 

0 5 8. 2E 1 OTO^OMP LH^t57^ F}Stt^t^7 7 

t?fe«?, -*^F v (s c 1 2 E 1 0, dbl2E10) tliTPO#©7^ 
* hflH4&*Lfc©fc*tfU 12E10 I g G*5«fctfl 2 E 1 0 Fabtl^ 

M5 9. scl2El 0*yv-fe«ttf^>f^-s f^Cd b 1 2 E 1 0 *V ^ 
h y v-OMP LiC^1-5T=i'-^ YtefeZTF-tfyy-ZhV s s c 1 
2E 1 O^v- d b 1 2E 1 O^^ib'J;0 h y -r-©T PO«7^^ 

15 

-TV^SitL? 57^ hftUB&fTLTfctK ^TcfoifcSB 1 (whole I 
20 -Cv^£v>5#te&#L"rv^ 0 $e>fc*J8WfcJ:*W4. TPO^W (wh 

o i e igo xymm^^T^^x h^fcffrs&fctttttfttffcSftSo 
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1. T P O l/t ^^-^«t5 ^ i m i u T p or =f-^ bftm&fti's ft 
ft©H«V«**2o»±XtJ s L«V«l*S:2-3K±^tfaka£tt:flc. 
5 2. H«*Vffil*Rt5L«[VlH«3&sy tracts ftTV^ 

5 , 2 £ 7t (4 3 1E«J©3fc^£Wk, 

4. ak«tt#*^ 1 OCHIV WD 1 1 o© LiVfi|E^tf-*iF v © 

io v/i/^-e-^e>#fifc^tt5iff3je3S i~3 ©vvf i £fcfBft©efea$t#o 
15 7. |5]c^±^H^v«st^*L«v«^4Sv^^c^i^LTlocD^^:Mlg^ 

{££tTM L T V ^ V \ ft#Jg 4 ~ 6 © V ft/5> BftoaS^ift. 

8. , &$m#&s 20£l±©H*V«*Xt52 0^±©L*V««Sr-^tf-* 

g# y K-e& l ~3 ©v vf ^ i ^ie^&^c** 

20 7°^ K-Cife -5»*3® 8 fcHB<fc©3fc£&#o 

10. 3fe3Etfc(*:*Sx ^b^i^T 0 ^ KmM©fc&©7^/^ia^££ti>!j!#Jf 
1-9 O^-f ix* 1 1 «lcfB«<PBfc£*ifco 

25 12. HiVW0/I«LiVi«#, t h^CH^V^Rtf/XliL 

0lvigi#-eifc<5fB3fc3®i~i l ©^IVb^iJlfcBifcoafcSEttfo 
liLglVfl^-C'&SffN^l 1-H ©v>-f ti*» 1 3SfcfBf&©3fc£tf:teo 
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14. gfcSEttfra*, (mono-specific) ©M^fc^Ml- 

1 3 (D^-r tit* imzmm<D&mfcw a 

15. 3fc3Ettfc#, mmmk (multi-specific) 

5 16. ~fi#|H4 (bi-specific) ©afcSCtfti*:-e*>SII*^l 5tc 

18. *fetfriitttUTra*«±©7'^^ hfttB (ED50ffif) 1 
10 -17 <DV' v "f ! tl/5 i 1 3Sfclfflft©3fca$ift. 

19. »ttfriJtittLT2ffiP6t±07rfM hf^ffl (ED50^) $rSrf\ W#SU 
8 fcfB*©5fc£tfi*. 

2 0. aftfr£Jfc»LT10f&#±©7=*=* hflMJ (ED50jjt) 

1 9 fcfBfcoefcgtfctt. 

15 2 1. &0tffr&S7:*=* hfftB&g«Bjfc:#*ft<r\ W#3U~1 7^^-f^ 

22. hn^xfy (TPO) bttiHtL,Xft*#&>±<DTPOT=t=-Xb1!tFR 
(ED50fit) ^©H^V«^2 0J^±&t>*LmvW*2 0^±^tf 

20 2 3. TPOiJtfttT2ft£t±OTP07^ ^ffi (ED50jfi) ft 
2 2 

2 4. TPOiJfclSUl0f5£Jl±©TPO7^H^ffl (ED50 jtf) £^1", 
!IM2 3i^l3i^^ 0 

2 5. TP07=* = * hf£/8©ED50 fetfS 2 0 pM^Ttfcall* 3 ! 1 ~ 2 4 

25 -filial *tcia<t©3kSEtt#*fcf4ft5'a'*. 

2 6. TP07n'-7Htffl© ED50 fiTtf^ 1 0 p M6lTlf*>5W** 2 5 ^SB*fe 
2 7. TP07^-7 h^ffl(7)ED50{t^^2 pMOT-C^5ff*«2 6(^f3«60 
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2 8. jRttfti:Jfc«l/t, l/l 0£JlTO»l&n«*f^ffl (ED50jt) ?r*ta*1 

i~27 wTM* l Efcffi*fc©&£ttfc*fclifc£4fe. 

3 o . tt#3S i~29 ©v>-f 1 £fcffi*©#£ffi{fr*fcti4fr£1fc& 3- Ki- 

SDNAo 

3 1 . f»*« i~29 ©vvf *ua> i *KK«©3kaEtft:#*fctt<b^*«:a!fei"* 

10 3 2. fS*3S 1-29 ©^1**1^ l £fcKft©3fc£ttfc*fcfrfb£**££ , t5 

3 3. »*3S1~2 9©V^i*^135CtlB«©Bk*a:#*fc»±^»«>T POT 
=f=* h i: LT©1£/I3 0 

3 5. TP07^fW\ £»©ii5it> $Mfcf***fc^ft©M*» A 

20 3 6. 1-2 9 ©VvftUft* 1 *KlfB<W>8fcSEtt#t: fctt-fb****^^ 

3 8. »*3jCl~2 9©V^i"tl^l3®Jcfa*©Bfe^<*:tfctt^»©E^i: b 
T©&/B 0 

25 3 9. T P O ^^-t*«t5 : i I: J: 9 7 hf^lS:*t, »H 

*V«#& 2o#±RtfL<HV{R*& 2 o^±^t?&^rC&©^ 9 --^^ 

( 1 ) T P O l/t^-|^HWl:g^t5^©HiV«*S: 2 o^±WL 
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(2) T PO ut^-IrM Ui/^tti^Wi ^«4H> 

(3) TPOU"fe^-S:**i-5iiK:J:l3tt»liaie:^i*5TPOT=f=^ h 

40. TPO^^^ltS^^tinPOT^^Htffl^^ ft 

(1) TPOWty^lu»»t5^©HiV^^2oEiMt/L 
10 f|V^£2 0^±^tpMft{$£f1^U 

( 3 ) t p o i/t^-aits: £ «t 0 t£M-£-f * t p or =r=^ h 
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mi 2 - 



M^ELISA 
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SEQUENCE LISTING 

<110> CHUGAI SEIYAKU KABUSHIKI KAISHA 

<120> Small remodeling agonist antibody against TPO 

<130> FP1033 

<141> 2001-10-22 

<150> JP2000-321821 

<151> 2000-10-20 

<150> PCT/JP01/03288 

<151> 2001-04-17 

<150> JP2001-277314 

<151> 2001-09-12 

<160> 113 

<210> 1 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 1 

ccatcctaat acgactcact atagggc 27 

<210> 2 

<211> 27 

<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> PCR primer 
<400> 2 

ggatcccggg tggatggtgg gaagatg 27 

<210> 3 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 3 

ggatcccggg ccagtggata gacagatg 28 

<210> 4 
<211> 26 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 4 

ggatcccggg agtggataga ccgatg 26 

<210> 5 
<211> 394 
<212> DNA 
<213> Mus 
<220> 
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<221> CDS 

<222> (1)... (393) 

<223> pGEM-MlL. 1-57; signal peptide, 58-394 ; mature peptide 
<400> 5 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct gcg 48 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp lie Pro Ala 

15 10 15 

tec age agt gat gtt gtg atg acc caa act cca etc tec ctg cct gtc 96 
Ser Ser Ser Asp Val Val Met Thr Gin Thr Pro Leu Ser Leu Pro Val 

20 25 30 

agt ctt gga gat caa gec tec ate tct tgc aga tct agt cag age ctt 144 
Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu 

35 40 45 

eta cac agt aaa gga aac acc tat tta caa tgg tac eta cag aag cca 192 
Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr Leu Gin Lys Pro 

50 55 60 

ggc cag tct cca aag etc ctg ate tac aaa gtt tec aac cga ttt tct 240 
Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser 
65 70 75 80 

ggg gtc cca gac agg ttc agt ggc agt gga tea ggg aca gat ttc aca 288 
Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe Thr 

85 90 95 

etc aag ate age aga gtg gag get gag gat ctg gga gtt tat ttc tgc 336 
Leu Lys lie Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys 

100 105 110 

tct caa agt aca cat gtt ccg tac acg tec gga ggg ggg acc aag ctg 384 
Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly Gly Gly Thr Lys Leu 
115 120 125 
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gaa ata aaa c 
Glu He Lys 
130 



394 



<210> 6 

<211> 409 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (408) 

<223> pGEM-MlH. 1-57; signal peptide, 58-409; mature peptide 
<400> 6 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca ggt 48 
Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala Gly 

15 10 15 

gtc cac tec cag gtc cag ctg cag cag tct gga cct gac ctg gta aag 96 
Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu Val Lys 

20 1 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac ace ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

gtt aac cat gtt atg cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tac aat 240 
Glu Trp He Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 
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gag aag ttc aag ggc aag gcc aca 

Glu Lys Phe Lys Gly Lys Ala Thr 
85 

gca gcc tac atg gag etc age age 

Ala Ala Tyr Met Glu Leu Ser Ser 
100 

tac tac tgt gca aga ggg ggt tac 

Tyr Tyr Cys Ala Arg Gly Gly Tyr 

115 120 

ggc acc act etc aca gtc tec tea 

Gly Thr Thr Leu Thr Val Ser Ser 

130 135 



ctg act tea gag aaa tec tec age 288 

Leu Thr Ser Glu Lys Ser Ser Ser 

90 95 

ctg gcc tct gag gac tct gcg gtc 336 

Leu Ala Ser Glu Asp Ser Ala Val 

105 110 

tat agt tac gac gac tgg ggc caa 384 

Tyr Ser Tyr Asp Asp Trp Gly Gin 
125 

g 409 



<210> 7 

<211> 394 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (393) 

<223> pGEM-M2L. 1-57; signal peptide, 58-394; mature peptide 
<400> 7 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt 48 
Met Lys Leu Pro Val Arg Leu Leu Val Leu Met Phe Trp lie Pro Gly 

15 10 15 

tec age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc 96 
Ser Ser Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu Pro Val 
20 25 30 
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agt ctt gga gat caa gcc tec ate tct tgc aga tea agt cag age ctt 144 
Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu 

35 40 45 

gtg cac agt aat gga aag ace tat tta cat tgg tac ctg cag aag cca 192 
Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro 

50 55 60 

ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga ttt tct 240 
Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg Phe Ser 
65 70 75 80 

ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca gat ttc aca 288 
Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr 

85 90 95 

etc atg ate age aga gtg gag get gag gat ctg gga gtt tat ttc tgc 336 
Leu Met lie Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys 

100 105 110 

tct caa agt aca cat gtt ccg tac acg ttc gga ggg ggg acc aag ctg 384 
Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr Lys Leu 

115 120 125 

gaa ata aaa c 394 
Glu lie Lys 
130 

<210> 8 
<211> 409 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 
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<222> (1)... (408) 

<223> pGEM-M2H. 1-57; signal peptide, 58-409; mature peptide 
<400> 8 

atg gaa tgg age tgg ata ttt etc ttc etc ctg tea gga act gca ggt 48 

Met Glu Trp Ser Trp He Phe Leu Phe Leu Leu Ser Gly Thr Ala Gly 

15 10 15 

gtc cac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 

Val His Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac ace ttc 144 

Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 

Ala Asn His Val lie His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 240 

Glu Trp lie Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 

65 70 75 80 

gag aag ttc aag gac aag gec act ctg act tea gac aaa tec tec acc 288 

Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 

85 90 95 

aca gee tac atg gac etc age age ctg gec tct gag gac tct gcg gtc 336 

Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 

Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea g 409 
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Gly Thr Thr Leu Thr Val Ser Ser 
130 135 

<210> 9 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 9 

cccaagcttc caccatgaag ttgcctgtta gg 32 

<210> 10 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 10 

cccaagcttc caccatggaa tggagctgga ta 32 

<210> 11 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 11 
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cgcggatcca ctcacgtttt atttccagct tggt 34 

<2L0> 12 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 12 

cgcggatcca ctcacctgag gagactgtga gagt 34 

<210> 13 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 13 

catgccatgg cgcaggtcca gctgcagcag 30 

<210> 14 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 14 

accaccacct gaggagactg tgagagt 27 
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<210> 15 
<2U> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 15 

gtctcctcag gtggtggtgg ttcgggt 27 

<210> 16 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 16 

cacaacatcc gatccgccac cacccga 27 

<210> 17 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 17 

ggcggatcgg atgttgtgat gacccaa 27 
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<210> 18 
<211> 57 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 18 

ccggaattct cattatttat cgtcatcgtc tttgtagtct tttatttcca gcttggt 57 

<210> 19 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 19 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 
5 10 15 

<210> 20 

<211> 828 

<212> DMA 

<213> Mus 

<220> 

<221> CDS 

<222> (1).. . (822) 

<223> pscMl. MABLl-scFv 
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<400> 20 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta etc get 48 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu Ala 

15 10 15 

gee caa cca gee atg gcg cag gtc cag ctg cag cag tct gga cct gac 96 
Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly Pro Asp 

20 25 30 

ctg gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 144 
Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc gtt aac cat gtt atg cac tgg gtg aag cag aag cca ggg 192 
Tyr Thr Phe Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly 

50 55 60 

cag ggc ctt gag tgg att gga tat att tat cct tac aat gat ggt act 240 
Gin Gly Leu Glu Trp lie Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr 
65 70 75 80 

aag tac aat gag aag ttc aag ggc aag gee aca ctg act tea gag aaa 288 
Lys Tyr Asn Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr Ser Glu Lys 

85 90 95 

tec tec age gca gee tac atg gag etc age age ctg gee tct gag gac 336 
Ser Ser Ser Ala Ala Tyr Met Glu Leu Ser Ser Leu Ala Ser Glu Asp 

100 105 110 

tct gcg gtc tac tac tgt gca aga ggg ggt tac tat agt tac gac gac 384 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Ser Tyr Asp Asp 

115 120 125 

tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg 432 
Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser 
130 135 140 
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ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt gtg atg ace caa 480 

Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin 
145 150 155 160 

act cca etc tec ctg cct gtc agt ctt gga gat caa gec tec ate tct 528 

Thr Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser 

165 170 175 

tgc aga tct agt cag age ctt eta cac agt aaa gga aac acc tat tta 576 

Cys Arg Ser Ser Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu 

180 185 190 

caa tgg tac eta cag aag cca ggc cag tct cca aag etc ctg ate tac 624 

Gin Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr 

195 200 205 

aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt 672 

Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser 

210 215 220 

gga tea ggg aca gat ttc aca etc aag ate age aga gtg gag get gag 720 

Gly Ser Gly Thr Asp Phe Thr Leu Lys He Ser Arg Val Glu Ala Glu 
225 230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 768 

Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

245 250 255 

tec gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac 816 

Ser Gly Gly Gly Thr Lys Leu Glu lie Lys Asp Tyr Lys Asp Asp Asp 

260 265 270 

gat aaa taatga 828 
Asp Lys 



<210> 21 
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<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 21 

acgcgtcgac tcccaggtcc agctgcagca g 31 



<210> 22 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 22 

gaaggtgtat ccagaagc 18 



<210> 23 

<211> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (813) 

<223> pCHOMl. MABLl-scFv 

<400> 23 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 
Met Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr Gly 
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15 10 15 

gtc gac tec cag gtc cag ctg cag cag tct gga cct gac ctg gta aag 96 
Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Asp Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac ace ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

gtt aac cat gtt atg cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Val Asn His Val Met His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tac aat 240 
Glu Trp lie Gly Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 

gag aag ttc aag ggc aag gee aca ctg act tea gag aaa tec tec age 288 
Glu Lys Phe Lys Gly Lys Ala Thr Leu Thr Ser Glu Lys Ser Ser Ser 

85 90 95 

gca gee tac atg gag etc age age ctg gec tct gag gac tct gcg gtc 336 
Ala Ala Tyr Met Glu Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tac tac tgt gca aga ggg ggt tac tat agt tac gac gac tgg ggc caa 384 
Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Ser Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc ace act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

1.30 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg ace caa act cca etc 480 
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Thr Pro Leu 
145 150 155 160 
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tec ctg cct gtc agt ctt gga gat caa gec tec ate tct tgc aga tct 528 
Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser 

165 170 175 

agt cag age ctt eta cac agt aaa gga aac acc tat tta caa tgg tac 576 
Ser Gin Ser Leu Leu His Ser Lys Gly Asn Thr Tyr Leu Gin Trp Tyr 

180 185 190 

eta cag aag cca ggc cag tct cca aag etc ctg ate tac aaa gtt tec 624 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu lie Tyr Lys Val Ser 

195 200 205 

aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea ggg 672 
Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Gly 

210 215 220 

aca gat ttc aca etc aag ate age aga gtg gag get gag gat ctg gga 720 
Thr Asp Phe Thr Leu Lys lie Ser Arg Val Glu Ala Glu Asp Leu Gly 
225 230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg tec gga ggg 768 
Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Ser Gly Gly 

245 250 255 

ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat aaa taa 816 
Gly Thr Lys Leu Glu lie Lys Asp Tyr Lys Asp Asp Asp Asp Lys 

260 265 270 

tga 819 



<210> 24 

<211> 828 

<212> DNA 

<213> Mus 
<220> 
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<221> CDS 
<222> (1). . . (822) 
<223> pscM2. MABL2-scFv 
<400> 24 

atg aaa tac eta ttg cct acg gca gec get gga ttg tta tta etc get 48 
Met Lys Tyr Leu Leu Pro Thr Ala Ala Ala Gly Leu Leu Leu Leu Ala 

15 10 15 

gee caa cca gee atg gcg cag gtc cag ctg cag cag tct gga cct gaa 96 
Ala Gin Pro Ala Met Ala Gin Val Gin Leu Gin Gin Ser Gly Pro Glu 

20 25 30 

ctg gta aag cct ggg get tea gtg aag atg tec tgc aag get tct gga 144 
Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly 

35 40 45 

tac acc ttc get aac cat gtt att cac tgg gtg aag cag aag cca ggg 192 
Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly 

50 55 60 

cag ggc ctt gag tgg att gga tat att tat cct tac aat gat ggt act 240 
Gin Gly Leu Glu Trp lie Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr 
65 70 75 80 

aag tat aat gag aag ttc aag gac aag gec act ctg act tea gac aaa 288 
Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys 

85 90 95 

tec tec acc aca gec tac atg gac etc age age ctg gee tct gag gac 336 
Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp 

100 105 HO 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac 384 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp 
115 120 125 
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tgg ggc caa ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg 432 

Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser 

130 135 140 

ggt ggt ggt ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa 480 

Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin 
145 150 155 160 

agt cca etc tec ctg cct gtc agt ctt gga gat caa gec tec ate tct 528 

Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser 

165 170 175 

tgc aga tea agt cag age ctt gtg cac agt aat gga aag acc tat tta 576 

Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr 

180 185 190 

cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac 624 

His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr 

195 200 205 

aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt 672 

Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser 

210 215 220 

gga tea gtg aca gat ttc aca etc atg ate age aga gtg gag get gag 720 

Gly Ser Val Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu 
225 230 235 240 

gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 768 
Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

245 250 255 

ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac 816 

Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp 

260 265 270 
gat aaa taatga 828 
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Asp Lys 

<2L0> 25 

<211> 819 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (813) 

<223> pCH0M2. MABL2-scFv 

<400> 25 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 
Met Gly Trp Ser Cys He lie Leu Phe Leu Val Ala Thr Ala Thr Gly 

15 10 15 

gtc gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 
Val Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

20 25 30 

cct ggg get tea gtg aag atg tec tgc aag get tct gga tac ace ttc 144 
Pro Gly Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

35 40 45 

get aac cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
Ala Asn His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

50 55 60 

gag tgg att gga tat att tat cct tac aat gat ggt act aag tat aat 240 
Glu Trp lie Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
65 70 75 80 

gag aag ttc aag gac aag gec act ctg act tea gac aaa tec tec acc 288 
Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 



WO 02/33072 



20/74 



PCT/JP01/09259 



85 90 95 

aca gcc tac atg gac etc age age ctg gec tct gag gac tct gcg gtc 336 
Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 
Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

130 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc 480 
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu 
145 150 155 160 

tec ctg cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea 528 
Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser He Ser Cys Arg Ser 

165 170 175 

agt cag age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 576 
Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

180 185 190 

ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec 624 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser 

195 200 205 

aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg 672 
Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val 

210 215 220 

aca gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Thr Asp Phe Thr Leu Met lie Ser Arg Val Glu Ala. Glu Asp Leu Gly 
225 230 235 240 
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gtt tat ttc tgc tct caa 
Val Tyr Phe Cys Ser Gin 
245 

ggg acc aag ctg gaa ata 
Gly Thr Lys Leu Glu lie 
260 

tga 



agt aca cat gtt ccg 
Ser Thr His Val Pro 
250 

aaa gac tac aaa gac 
Lys Asp Tyr Lys Asp 
265 



tac acg ttc gga ggg 768 
Tyr Thr Phe Gly Gly 
255 

gat gac gat aaa taa 816 
Asp Asp Asp Lys 
270 

819 



<210> 26 

<211> 456 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (450) 

<223> pCHO-shlAP. Soluble human IAP 
<400> 26 

atg tgg ccc ctg gta gcg gcg ctg ttg ctg ggc teg gcg tgc tgc gga 48 
Met Trp Pro Leu Val Ala Ala Leu Leu Leu Gly Ser Ala Cys Cys Gly 

15 10 15 

tea get cag eta eta ttt aat aaa aca aaa tct gta gaa ttc acg ttt 96 
Ser Ala Gin Leu Leu Phe Asn Lys Thr Lys Ser Val Glu Phe Thr Phe 

20 25 30 

tgt aat gac act gtc gtc att cca tgc ttt gtt act aat atg gag gca 144 
Cys Asn Asp Thr Val Val He Pro Cys Phe Val Thr Asn Met Glu Ala 

35 40 45 

caa aac act act gaa gta tac gta aag tgg aaa ttt aaa gga aga gat 192 
Gin Asn Thr Thr Glu Val Tyr Val Lys Trp Lys Phe Lys Gly Arg Asp 
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50 55 60 

att tac acc ttt gat gga get eta aac aag tec act gtc ccc act gac 240 
lie Tyr Thr Phe Asp Gly Ala Leu Asn Lys Ser Thr Val Pro Thr Asp 
65 70 75 80 

ttt agt agt gca aaa att gaa gtc tea caa tta eta aaa gga gat gee 288 
Phe Ser Ser Ala Lys lie Glu Val Ser Gin Leu Leu Lys Gly Asp Ala 

85 90 95 

tct ttg aag atg gat aag agt gat get gtc tea cac aca gga aac tac 336 
Ser Leu Lys Met Asp Lys Ser Asp Ala Val Ser His Thr Gly Asn Tyr 

100 105 110 

act tgt gaa gta aca gaa tta acc aga gaa ggt gaa acg ate ate gag 384 
Thr Cys Glu Val Thr Glu Leu Thr Arg Glu Gly Glu Thr lie He Glu 

115 120 125 

eta aaa tat cgt gtt gtt tea tgg ttt tct cca aat gaa aat gac tac 432 
Leu Lys Tyr Arg Val Val Ser Trp Phe Ser Pro Asn Glu Asn Asp Tyr 

130 135 140 

aag gac gac gat gac aag tgatag 456 
Lys Asp Asp Asp Asp Lys 
145 150 

<210> 27 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 27 

ggaattccat atgcaagtgc aacttcaaca gtctggacct gaactg 46 
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<210> 28 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 28 

ggaattctca ttattttatt tccagcttgg t 31 

<210> 29 

<211> 741 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (735) 

<223> pscM2DEm02. MABL2-scFv 

<400> 29 

atg caa gtg caa ctt caa cag tct gga cct gaa ctg gta aag cct ggg 48 
Met Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

15 10 15 

get tea gtg aag atg tec tgc aag get tct gga tac acc ttc get aac 96 
Ala Ser Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn 

20 25 30 

cat gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg 144 
His Val He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp 
35 40 45 
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att gga tat att tat cct tac aat gat ggt act aag tat aat gag aag 192 
lie Gly Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys 

50 55 60 

ttc aag gac aag gcc act ctg act tea gac aaa tec tec acc aca gee 240 
Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala 
65 70 75 80 

tac atg gac etc age age ctg gcc tct gag gac tct gcg gtc tat tac 288 
Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr 

85 90 95 

tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa ggc acc 336 
Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr 

100 105 110 

act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt ggt teg 384 
Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 

115 120 125 

ggt ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc tec ctg 432 
Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu Ser Leu 

130 135 140 

cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea agt cag 480 
Pro Val Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin 
145 150 155 160 

age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac ctg cag 528 
Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin 

165 170 175 

aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec aac cga 576 
Lys Pro Gly Gin Ser Pro Lys Leu Leu He Tyr Lys Val Ser Asn Arg 

180 185 190 

ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg aca gat 624 
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Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val Thr Asp 

195 200 205 

ttc aca etc atg ate age aga gtg gag get gag gat ctg gga gtt tat 672 
Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly Val Tyr 

210 215 220 

ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg ggg acc 720 
Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly Gly Thr 
225 230 235 240 

aag ctg gaa ata aaa taatga 741 
Lys Leu Glu He Lys 
245 

<210> 30 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 30 

cagacagtgg ttcaaagt 18 

<210> 31 

<211> 72 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 31 
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cgcgtcgacc gatccgccac cacccgaacc accaccaccc gaaccaccac caccttttat 60 
ttccagcttg gt 72 

<210> 32 
<211> 1605 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 

<222> (1)... (1599) 
<223> pCH0M2(Fv)2. MABL2-sc (Fv) 2 
<400> 32 
atg gga tgg age 
Met Gly Trp Ser 
1 

gtc gac tec cag 
Val Asp Ser Gin 
20 

cct ggg get tea 
Pro Gly Ala Ser 
35 

get aac cat gtt 
Ala Asn His Val 
50 

gag tgg att gga 
Glu Trp He Gly 
65 

gag aag ttc aag 



tgt ate ate etc ttc ttg gta gca aca get aca ggt 48 
Cys lie lie Leu Phe Leu Val Ala Thr Ala Thr Gly 

5 10 15 

gtc cag ctg cag cag tct gga cct gaa ctg gta aag 96 
Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys 

25 30 
gtg aag atg tec tgc aag get tct gga tac acc ttc 144 
Val Lys Met Ser Cys Lys Ala Ser Gly Tyr Thr Phe 

40 45 
att cac tgg gtg aag cag aag cca ggg cag ggc ctt 192 
He His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu 

55 60 
tat att tat cct tac aat gat ggt act aag tat aat 240 
Tyr He Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn 
70 75 80 

gac aag gec act ctg act tea gac aaa tec tec acc 288 
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Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr 

85 90 95 

aca gcc tac atg gac etc age age ctg gee tct gag gac tct gcg gtc 336 
Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala Ser Glu Asp Ser Ala Val 

100 105 110 

tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg ggc caa 384 
Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin 

115 120 125 

ggc acc act etc aca gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 432 
Gly Thr Thr Leu Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 

130 135 140 

ggt teg ggt ggt ggc gga teg gat gtt gtg atg acc caa agt cca etc 480 
Gly Ser Gly Gly Gly Gly Ser Asp Val Val Met Thr Gin Ser Pro Leu 
145 150 155 160 

tec ctg cct gtc agt ctt gga gat caa gcc tec ate tct tgc aga tea 528 
Ser Leu Pro Val Ser Leu Gly Asp Gin Ala Ser lie Ser Cys Arg Ser 

165 170 175 

agt cag age ctt gtg cac agt aat gga aag acc tat tta cat tgg tac 576 
Ser Gin Ser Leu Val His Ser Asn Gly Lys Thr Tyr Leu His Trp Tyr 

180 185 190 

ctg cag aag cca ggc cag tct cca aaa etc ctg ate tac aaa gtt tec 624 
Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu Leu lie Tyr Lys Val Ser 

195 200 205 

aac cga ttt tct ggg gtc cca gac agg ttc agt ggc agt gga tea gtg 672 
Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser Gly Ser Gly Ser Val 

210 215 220 

aca gat ttc aca etc atg ate age aga gtg gag get gag gat ctg gga 720 
Thr Asp Phe Thr Leu Met He Ser Arg Val Glu Ala Glu Asp Leu Gly 
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225 230 235 240 

gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg ttc gga ggg 768 

Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr Phe Gly Gly 

245 250 255 

ggg acc aag ctg gaa ata aaa ggt ggt ggt ggt teg ggt ggt ggt ggt 816 
Gly Thr Lys Leu Glu lie Lys Gly Gly Gly Gly Ser Gly Gly Gly Gly 

260 265 270 

teg ggt ggt ggc gga teg gtc gac tec cag gtc cag ctg cag cag tct 864 
Ser Gly Gly Gly Gly Ser Val Asp Ser Gin Val Gin Leu Gin Gin Ser 

275 280 285 

gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc aag 912 
Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys Met Ser Cys Lys 

290 295 300 

get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag cag 960 
Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin 
305 310 315 320 

aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tac aat 1008 
Lys Pro Gly Gin Gly Leu Glu Trp He Gly Tyr He Tyr Pro Tyr Asn 

325 330 335 

gat ggt act aag tat aat gag aag ttc aag gac aag gee act ctg act 1056 
Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr 

340 345 350 

tea gac aaa tec tec acc aca gee tac atg gac etc age age ctg gee 1104 
Ser Asp Lys Ser Ser Thr Thr Ala Tyr Met Asp Leu Ser Ser Leu Ala 

355 360 365 

tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act 1152 
Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr 
370 375 380 



\ 
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tac gac gac tgg 
Tyr Asp Asp Trp 
385 

ggt ggt teg ggt 
Gly Gly Ser Gly 

atg acc caa agt 
Met Thr Gin Ser 
420 

tec ate tct tgc 
Ser He Ser Cys 
435 

acc tat tta cat 
Thr Tyr Leu His 
450 

ctg ate tac aaa 
Leu lie Tyr Lys 
465 

agt ggc agt gga 
Ser Gly Ser Gly 

gag get gag gat 
Glu Ala Glu Asp 
500 

ccg tac acg ttc 
Pro Tyr Thr Phe 

515 520 
gac gat gac gat aaa taatga 



ggt ggt 1200 
Gly Gly 
400 

gtt gtg 1248 
Val Val 
415 

caa gee 1296 
Gin Ala 

gga aag 1344 
Gly Lys 

aaa etc 1392 
Lys Leu 

agg ttc 1440 
Arg Phe 
480 

aga gtg 1488 
Arg Val 
495 

cat gtt 1536 
His Val 

tac aaa 1584 
Tyr Lys 
525 

1605 



ggc caa ggc acc act etc aca gtc tec tea 
Gly Gin Gly Thr Thr Leu Thr Val Ser Ser 

390 395 
ggt ggt ggt teg ggt ggt ggc gga teg gat 
Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp 
405 410 
cca etc tec ctg cct gtc agt ctt gga gat 
Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 
425 430 
aga tea agt cag age ctt gtg cac agt aat 
Arg Ser Ser Gin Ser Leu Val His Ser Asn 

440 445 
tgg tac ctg cag aag cca ggc cag tct cca 
Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro 

455 460 
gtt tec aac cga ttt tct ggg gtc cca gac 
Val Ser Asn Arg Phe Ser Gly Val Pro Asp 

470 475 
tea gtg aca gat ttc aca etc atg ate age 
Ser Val Thr Asp Phe Thr Leu Met lie Ser 
485 490 
ctg gga gtt tat ttc tgc tct caa agt aca 
Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr 
505 510 
gga ggg ggg acc aag ctg gaa ata aaa gac 
Gly Gly Gly Thr Lys Leu Glu lie Lys Asp 
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Asp Asp Asp Asp Lys 
530 

<210> 33 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 33 

tgaggaattc ccaccatggg atg 33 

<210> 34 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 34 

cacgacgtca ctcgagactg tgagagtggt gccttggccc 40 

<210> 35 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 35 
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agtctcgagt gacgtcgtga tgacccaaag tccactctcc 40 

<210> 36 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 36 

gactggatcc tcattattta tcgtcatcgt c 31 

<210> 37 
<211> 22 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 37 

cgcgtaatac gactcactat ag 22 

<210> 38 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 38 

gcaattggac ctgttttatc tcgagcttgg tcccccctcc gaacgt 46 
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<210> 39 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 39 

gctcgagata aaacaggtcc aattgcagca gtctggacct gaact 45 

<210> 40 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 40 

gactggatcc tcattattta tcgtcatcgt ctttgtagtc tgaggagact gtgagagtgg 60 
\ 

<210> 41 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 41 

gactgaattc ccaccatgaa gttgcctgtt ag 32 
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<210> 42 

<211> 40 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 42 

cagtctcgag tggtggttcc gacgtcgtga tgacccaaag 40 

<210> 43 

<211> 43 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 43 

cagtctcgag tggtggtggt tccgacgtcg tgatgaccca aag 43 

<210> 44 
<211> 46 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 44 

cagtctcgag tggtggtggt ggttccgacg tcgtgatgac ccaaag 46 
<210> 45 



WO 02/33072 



34/74 



PCT/JP01/09259 



<211> 49 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 45 

cagtctcgag tggtggtggt ggtggttccg acgtcgtgat gacccaaag 49 

<210> 46 
<211> 52 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 46 

cagtctcgag tggtggtggt ggtggtggtt ccgacgtcgt gatgacccaa ag 52 

<210> 47 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 47 

ggccgcatgt tgtcacgaat 20 



<210> 48 
<211> 780 
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<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1)... (768) 

<223> CF2HL-0/pC0Sl. MABL2-scFv<HL-0> 
<400> 48 

atg gga tgg age tgt ate ate etc ttc ttg gta gca aca get aca ggt gtc 51 
MET Gly Trp Ser Cys He He Leu Phe Leu Val Ala Thr Ala Thr Gly Val 

5 10 15 

gac tec cag gtc cag ctg cag cag tct gga cct gaa ctg gta aag cct ggg 102 
Asp Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Glu Leu Val Lys Pro Gly 

20 25 30 

get tea gtg aag atg tec tgc aag get tct gga tac ace ttc get aac cat 153 
Ala Ser Val Lys MET Ser Cys Lys Ala Ser Gly Tyr Thr Phe Ala Asn His 

35 40 45 50 

gtt att cac tgg gtg aag cag aag cca ggg cag ggc ctt gag tgg att gga 204 
Val lie His Trp Val Lys Gin Lys Pro Gly Gin Gly Leu Glu Trp lie Gly 

55 60 65 

tat att tat cct tac aat gat ggt act aag tat aat gag aag ttc aag gac 255 
Tyr lie Tyr Pro Tyr Asn Asp Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp 
70 75 80 85 

aag gec act ctg act tea gac aaa tec tec ace aca gee tac atg gac etc 306 
Lys Ala Thr Leu Thr Ser Asp Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu 

90 95 100 

age age ctg gec tct gag gac tct gcg gtc tat tac tgt gca aga ggg ggt 357 
Ser Ser Leu Ala Ser Glu Asp Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly 
105 110 115 
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tac tat act tac gac gac tgg ggc caa ggc acc act etc aca gtc teg agt 408 
Tyr Tyr Thr Tyr Asp Asp Trp Gly Gin Gly Thr Thr Leu Thr Val Ser Ser 
120 125 130 135 

gac gtc gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt gga gat 459 
Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu Gly Asp 

140 145 150 

caa gec tec ate tct tgc aga tea agt cag age ctt gtg cac agt aat gga 510 
Gin Ala Ser He Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser Asn Gly 

155 160 165 170 

aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca aaa etc 561 
Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro Lys Leu 

175 180 185 

ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg ttc agt 612 
Leu He Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg Phe Ser 

190 195 200 

ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg gag get 663 
Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val Glu Ala 
205 210 215 220 

gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg tac acg 714 
Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro Tyr Thr 

225 230 235 

ttc gga ggg ggg acc aag ctg gaa ata aaa gac tac aaa gac gat gac gat 765 
Phe Gly Gly Gly Thr Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp 

240 245 250 255 

aaa taa tga gga tec 780 
Lys 



<210> 49 
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<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 49 

caagctcgag ataaaatccg gaggccaggt ccaattgcag cagtc 45 

<210> 50 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 50 

caagctcgag ataaaatccg gaggtggcca ggtccaattg cagcagtc 48 

<210> 51 
<211> 51 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 51 

caagctcgag ataaaatccg gaggtggtgg ccaggtccaa ttgcagcagt c 51 



<210> 52 
<211> 54 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 
<400> 52 

caagctcgag ataaaatccg gaggtggtgg tggccaggtc caattgcagc agtc 54 

<210> 53 

<211> 57 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> PCR primer 

<400> 53 

caagctcgag ataaaatccg gaggtggtgg tggtggccag gtccaattgc agcagtc 57 

<210> 54 

<211> 780 

<212> DNA 

<213> Mus 

<220> 

<221> CDS 

<222> (1). . . (768) 

<223> CF2LH-0/pC0Sl. MABL2-scFv<LH-0> 
<400> 54 

atg aag ttg cct gtt agg ctg ttg gtg ctg atg ttc tgg att cct ggt tec 51 
MET Lys Leu Pro Val Arg Leu Leu Val Leu MET Phe Trp He Pro Gly Ser 
5 10 15 
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age agt gat gtt gtg atg acc caa agt cca etc tec ctg cct gtc agt ctt 102 
Ser Ser Asp Val Val MET Thr Gin Ser Pro Leu Ser Leu Pro Val Ser Leu 

20 25 30 

gga gat caa gee tec ate tct tgc aga tea agt cag age ctt gtg cac agt 153 
Gly Asp Gin Ala Ser lie Ser Cys Arg Ser Ser Gin Ser Leu Val His Ser 
35 40 45 50 

aat gga aag acc tat tta cat tgg tac ctg cag aag cca ggc cag tct cca 204 
Asn Gly Lys Thr Tyr Leu His Trp Tyr Leu Gin Lys Pro Gly Gin Ser Pro 

55 60 65 

aaa etc ctg ate tac aaa gtt tec aac cga ttt tct ggg gtc cca gac agg 255 
Lys Leu Leu lie Tyr Lys Val Ser Asn Arg Phe Ser Gly Val Pro Asp Arg 
70 75 80 85 

ttc agt ggc agt gga tea gtg aca gat ttc aca etc atg ate age aga gtg 306 
Phe Ser Gly Ser Gly Ser Val Thr Asp Phe Thr Leu MET He Ser Arg Val 

90 95 100 

gag get gag gat ctg gga gtt tat ttc tgc tct caa agt aca cat gtt ccg 357 
Glu Ala Glu Asp Leu Gly Val Tyr Phe Cys Ser Gin Ser Thr His Val Pro 

105 110 115 

tac acg ttc gga ggg ggg acc aag etc gag ata aaa cag gtc caa ttg cag 408 
Tyr Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys Gin Val Gin Leu Gin 
120 125 130 135 

cag tct gga cct gaa ctg gta aag cct ggg get tea gtg aag atg tec tgc 459 
Gin Ser Gly Pro Glu Leu Val Lys Pro Gly Ala Ser Val Lys MET Ser Cys 

140 145 150 

aag get tct gga tac acc ttc get aac cat gtt att cac tgg gtg aag cag 510 
Lys Ala Ser Gly Tyr Thr Phe Ala Asn His Val He His Trp Val Lys Gin 
155 , 160 165 170 

aag cca ggg cag ggc ctt gag tgg att gga tat att tat cct tae aat gat 561 
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Lys Pro Gly Gin Gly Leu Glu Trp lie Gly Tyr lie Tyr Pro Tyr Asn Asp 

175 180 185 

ggt act aag tat aat gag aag ttc aag gac aag gcc act ctg act tea gac 612 
Gly Thr Lys Tyr Asn Glu Lys Phe Lys Asp Lys Ala Thr Leu Thr Ser Asp 

190 195 200 

aaa tec tec acc aca gcc tac atg gac etc age age ctg gcc tct gag gac 663 
Lys Ser Ser Thr Thr Ala Tyr MET Asp Leu Ser Ser Leu Ala Ser Glu Asp 
205 210 215 220 

tct gcg gtc tat tac tgt gca aga ggg ggt tac tat act tac gac gac tgg 714 
Ser Ala Val Tyr Tyr Cys Ala Arg Gly Gly Tyr Tyr Thr Tyr Asp Asp Trp 

225 230 235 

ggc caa ggc acc act etc aca gtc tec tea gac tac aaa gac gat gac gat 765 
Gly Gin Gly Thr Thr Leu Thr Val Ser Ser Asp Tyr Lys Asp Asp Asp Asp 
240 245 250 255 

aaa taa tga gga tec 780 
Lys 

<210> 55 

<211> 351 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1). . . (351) 

<223> 12B5HV. 1-351 peptide 

<400> 55 

cag gtg cag ctg gtg cag tct ggg gga ggc ttg gtc egg ccc ggg ggg 48 
Gin Val Gin Leu Val Gin Ser Gly Gly Gly Leu Val Arg Pro Gly Gly 
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15 10 15 

tec ctg agt etc tec tgt gca gtc tct gga ate ace etc agg ace tac 96 
Ser Leu Ser Leu Ser Cys Ala Val Ser Gly lie Thr Leu Arg Thr Tyr 

20 25 30 

ggc atg cac tgg gtc cgc cag get cca ggc aag ggg ctg gag tgg gtg 144 
Gly Met His Trp Val Arg Gin Ala Pro Gly Lys Gly Leu Glu Trp Val 

35 40 45 

gca ggt ata tec ttt gac gga aga agt gaa tac tat gca gac tec gtg 192 
Ala Gly He Ser Phe Asp Gly Arg Ser Glu Tyr Tyr Ala Asp Ser Val 

50 55 60 

cag ggc cga ttc acc ate tec aga gac agt tec aag aac acc ctg tat 240 
Gin Gly Arg Phe Thr He Ser Arg Asp Ser Ser Lys Asn Thr Leu Tyr 
65 70 75 80 

ctg caa atg aac age ctg aga gec gag gac acg get gtg tat tac tgt 288 
Leu Gin Met Asn Ser Leu Arg Ala Glu Asp Thr Ala Val Tyr Tyr Cys 

85 90 95 

gcg aga gga gca cat tat ggt ttc gat ate tgg ggc caa ggg aca atg 336 
Ala Arg Gly Ala His Tyr Gly Phe Asp He Trp Gly Gin Gly Thr Met 

100 105 110 

gtc acc gtc teg agt 351 
Val Thr Val Ser Ser 
115 



<210> 56 
<2U> 57 
<212> DNA 
<213> Human 
<220> 
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<221> CDS 
<222> (1)... (57) 
<223> reader sequence 
<400> 56 

atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt tta aga ggt 48 
Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu Leu Arg Gly 

5 10 15 

gtc cag tgt 57 
Val Gin Cys 



<210> 57 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-1 
<400> 57 

atggagtttg ggctgagctg ggttttcctc gttgctcttt taagaggtgt ccagtgtcag 60 
gtgcagctgg tgcagtctgg gggaggcttg gtccggcccg gggggtccct gagtc 115 

<210> 58 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-2 
<400> 58 
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aaggatatac ctgccaccca ctccagcccc ttgcctggag cctggcggac ccagtgcatg 60 
ccgtaggtcc tgagggtgat tccagagact gcacaggaga gactcaggga ccccc 115 

<210> 59 
<211> 115 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-3 
<400> 59 

ggcaggtata tcctttgacg gaagaagtga atactatgca gactccgtgc agggccgatt 60 
caccatctcc agagacagtt ccaagaacac cctgtatctg caaatgaaca gcctg 115 

<210> 60 
<211> 108 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-4 
<400> 60 

actcgagacg gtgaccattg tcccttggcc ccagatatcg aaaccataat gtgctcctct 60 
cgcacagtaa tacacagccg tgtcctcggc tctcaggctg ttcatttg 108 

<210> 61 

<211> 32 

<212> DNA 

<213> Artificial Sequence 
<220> 



WO 02/33072 



44/74 



PCT/JP01/09259 



<223> 12B5VH-S, PCR primer 
<400> 61 

ttcaagcttc caccatggag tttgggctga gc 32 

<210> 62 
<211> 34 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VH-A, PCR primer 
<400> 62 

ttgggatcca ctcaccactc gagacggtga ccat 34 

<210> 63 
<2U> 588 
<212> DNA 
<213> Human 
<220> 
<221> CDS 

<222> (236)... (558) 

<223> 1-235 iintron, 236-558 ; Human IgG constant region (partial) 
<400> 63 

gaattcgtga gtggatccca agctagcttt ctggggcagg ccaggcctga ccttggcttt 60 
ggggcaggga gggggctaag gtgaggcagg tggcgccagc caggtgcaca cccaatgccc 120 
atgagcccag acactggacg ctgaacctcg cggacagtta agaacccagg ggcctctgcg 180 
ccctgggccc agctctgtcc cacaccgcgg tcacatggca caacctctct tgca gcc 237 

Ala 
1 
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tec acc aag ggc cca teg gtc ttc ccc ctg gca ccc tec tec aag age 285 
Ser Thr Lys Gly Pro Ser Val Phe Pro Leu Ala Pro Ser Ser Lys Ser 

5 10 15 

acc tct ggg ggc aca gcg gee ctg ggc tgc ctg gtc aag gac tac ttc 333 
Thr Ser Gly Gly Thr Ala Ala Leu Gly Cys Leu Val Lys Asp Tyr Phe 

20 25 30 

ccc gaa ccg gtg acg gtg teg tgg aac tea ggc gee ctg acc age ggc 381 
Pro Glu Pro Val Thr Val Ser Trp Asn Ser Gly Ala Leu Thr Ser Gly 

35 40 45 

gtg cac acc ttc ccg get gtc eta cag tec tea gga etc tac tec etc 429 
Val His Thr Phe Pro Ala Val Leu Gin Ser Ser Gly Leu Tyr Ser Leu 
50 55 60 65 

age age gtg gtg acc gtg ccc tec age age ttg ggc acc cag acc tac 477 
Ser Ser Val Val Thr Val Pro Ser Ser Ser Leu Gly Thr Gin Thr Tyr 

70 75 80 

ate tgc aac gtg aat cac aag ccc age aac acc aag gtg gac aag aaa 525 
lie Cys Asn Val Asn His Lys Pro Ser Asn Thr Lys Val Asp Lys Lys 

85 90 95 

gtt gag ccc aaa tct tgt gac aaa act cac aca 558 
Val Glu Pro Lys Ser Cys Asp Lys Thr His Thr 
100 105 

<210> 64 
<211> 27 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> G1CH1-S, PCR primer 
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<400> 64 

tgagaattcg tgagtggatc ccaagct 27 

<210> 65 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> G1CH1-A, PCR primer 
<400> 65 

aaaagatctt tatcatgtgt gagttttgtc acaagatttg ggctcaactt tcttgtccac 60 

<210> 66 
<211> 432 
<212> DNA 
<213> Human 
<220> 
<221> CDS 

<222> (12)... (419) 

<223> HEF-12B5H-g gamma. 12-419 peptide 
<400> 66 

aagcttccac c atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt 50 
Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu 
1 5 10 

tta aga ggt gtc cag tgt cag gtg cag ctg gtg cag tct ggg gga ggc 98 
Leu Arg Gly Val Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly 

15 20 25 

ttg gtc egg ccc ggg ggg tec ctg agt etc tec tgt gca gtc tct gga 146 
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Leu Val Arg Pro Gly Gly Ser Leu Ser Leu Ser Cys Ala Val Ser Gly 
30 35 40 45 

ate acc etc agg ace tac ggc atg cac tgg gtc cgc cag get cca ggc 194 
lie Thr Leu Arg Thr Tyr Gly Met His Trp Val Arg Gin Ala Pro Gly 

50 55 60 

aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga agt gaa 242 
Lys Gly Leu Glu Trp Val Ala Gly He Ser Phe Asp Gly Arg Ser Glu 

65 70 75 

tac tat gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt 290 
Tyr Tyr Ala Asp Ser Val Gin Gly Arg Phe Thr He Ser Arg Asp Ser 

80 85 90 

tec aag aac acc ctg tat ctg caa atg aac age ctg aga gec gag gac 338 
Ser Lys Asn Thr Leu Tyr Leu Gin Met Asn Ser Leu Arg Ala Glu Asp 

95 100 105 

acg get gtg tat tac tgt gcg aga gga gca cat tat ggt ttc gat ate 386 
Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala His Tyr Gly Phe Asp He 
110 115 120 125 

tgg ggc caa ggg aca atg gtc acc gtc teg agt ggtgagtgga tec 432 
Trp Gly Gin Gly Thr Met Val Thr Val Ser Ser 
130 135 



<210> 67 

<211> 321 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (321) 
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<223> 12B5LV. 1-321 peptide 
<400> 67 

gac ate cag atg acc cag tct cct tec acc ctg tct gca tct att gga 48 
Asp lie Gin Met Thr Gin Ser Pro Ser Thr Leu Ser Ala Ser He Gly 

15 10 15 

gac aga gtc acc ate acc tgc egg gec age gag ggt att tat cac tgg 96 
Asp Arg Val Thr He Thr Cys Arg Ala Ser Glu Gly He Tyr His Trp 

20 25 30 

ttg gec tgg tat cag cag aag cca ggg aaa gee cct aaa etc ctg ate 144 
Leu Ala Trp Tyr Gin Gin Lys Pro Gly Lys Ala Pro Lys Leu Leu He 

35 40 45 

tat aag gec tct agt tta gec agt ggg gee cca tea agg ttc age ggc 192 
Tyr Lys Ala Ser Ser Leu Ala Ser Gly Ala Pro Ser Arg Phe Ser Gly 

50 55 60 

agt gga tct ggg aca gat ttc act etc acc ate age age ctg cag cct 240 
Ser Gly Ser Gly Thr Asp Phe Thr Leu Thr He Ser Ser Leu Gin Pro 
65 70 75 80 

gat gat ttt gca act tat tac tgc caa caa tat agt aat tat ccg etc 288 
Asp Asp Phe Ala Thr Tyr Tyr Cys Gin Gin Tyr Ser Asn Tyr Pro Leu 

85 90 95 

act ttc ggc gga ggg acc aag ctg gag ate aaa 321 
Thr Phe Gly Gly Gly Thr Lys Leu Glu He Lys 
100 105 

<210> 68 
<211> 66 
<212> DNA 
<213> Human 
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<220> 

<221> CDS 

<222> (1). . . (66) 

<223> reader sequence 

<400> 68 

atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg ctg etc tgg 48 
MET Asp MET Arg Val Pro Ala Gin Leu Leu Gly Leu Leu Leu Leu Trp 

5 10 15 

etc cca ggt gcc aaa tgt 66 
Leu Pro Gly Ala Lys Cys 
20 

<210> 69 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-1 
<400> 69 

atggacatga gggtccccgc tcagctcctg gggctcctgc tgctctggct cccaggtgcc 60 
aaatgtgaca tccagatgac ccagtctcct tccaccctgt ctgeatctat 110 

<210> 70 

<211> 110 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-2 
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<400> 70 

ggagtttagg ggctttccct ggcttctgct gataccaggc caaccagtga taaataccct 60 
cgctggcccg gcaggtgatg gtgactctgt ctccaataga tgcagacagg 110 

<210> 71 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-3 
<400> 71 

aagcccctaa actcctgatc tataaggcct ctagtttagc cagtggggcc ccatcaaggt 60 
tcagcggcag tggatctggg acagatttca ctctcaccat cagcagcctg 110 

<210> 72 
<211> 103 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-4 
<400> 72 

tttgatctcc agcttggtcc ctccgccgaa agtgagcgga taattactat attgttggca 60 
gtaataagtt gcaaaatcat caggctgcag gctgctgatg gtg 103 

<210> 73 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<223> 12B5VL-S, PCR primer 
<400> 73 

ttcaagcttc caccatggac atgagggtcc cc 32 

<210> 74 
<2U> 35 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5VL-A, PCR primer 
<400> 74 

tctaggatcc actcacgttt gatctccagc ttggt 35 

<210> 75 

<211> 415 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12) . . . (398) 

<223> HEF-12B5H-g kappa. 12-398 peptide 
<400> 75 

aagcttccac c atg gac atg agg gtc ccc get cag etc ctg ggg etc ctg 50 
Met Asp Met Arg Val Pro Ala Gin Leu Leu Gly Leu Leu 
1 5 10 

ctg etc tgg etc cca ggt gec aaa tgt gac ate cag atg acc cag tct 98 
Leu Leu Trp Leu Pro Gly Ala Lys Cys Asp He Gin Met Thr Gin Ser 
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15 20 25 

cct tec acc ctg tct gca tct att gga gac aga gtc acc ate acc tgc 146 

Pro Ser Thr Leu Ser Ala Ser lie Gly Asp Arg Val Thr lie Thr Cys 
30 35 40 45 

egg gec age gag ggt att tat cac tgg ttg gee tgg tat cag cag aag 194 

Arg Ala Ser Glu Gly lie Tyr His Trp Leu Ala Trp Tyr Gin Gin Lys 

50 55 60 

cca ggg aaa gec cct aaa etc ctg ate tat aag gec tct agt tta gec 242 

Pro Gly Lys Ala Pro Lys Leu Leu lie Tyr Lys Ala Ser Ser Leu Ala 

65 70 75 

agt ggg gec cca tea agg ttc age ggc agt gga tct ggg aca gat ttc 290 

Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp Phe 

80 85 90 

act etc acc ate age age ctg cag cct gat gat ttt gca act tat tac 338 

Thr Leu Thr lie Ser Ser Leu Gin Pro Asp Asp Phe Ala Thr Tyr Tyr 

95 100 105 

tgc caa caa tat agt aat tat ccg etc act ttc ggc gga ggg acc aag 386 

Cys Gin Gin Tyr Ser Asn Tyr Pro Leu Thr Phe Gly Gly Gly Thr Lys 
110 115 120 125 
ctg gag ate aaa cgtgagtgga tcctaga 415 
Leu Glu He Lys 



<210> 76 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> FLAG tag sequence 
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<400> 76 

gac tac aag gat gac gac gat aag 24 
Asp Tyr Lys Asp Asp Asp Asp Lys 
5 

<210> 77 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5-S, PCR primer 
<400> 77 

atagaattcc accatggagt ttgggctgag c 31 

<210> 78 
<211> 24 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> HuVHJ3, PCR primer 
<400> 78 

tgaagagacg gtgaccattg tccc 24 

<210> 79 
<211> 28 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<223> RhuJH3, PCR primer 
<400> 79 

ggacaatggt caccgtctct tcaggtgg 28 

<210> 80 
<211> 32 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> RhuVKl, PCR primer 
<400> 80 

ggagactggg tcatctggat gtccgatccg cc 32 

<210> 81 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> HuVKl. 2, PCR primer 
<400> 81 

gacatccaga tgacccagtc tec 23 

<210> 82 
<211> 59 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12B5F-A, PCR primer 
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<400> 82 

attgcggccg cttatcactt atcgtcgtca tccttgtagt ctttgatctc cagcttggt 59 

<210> 83 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Linker amino acid sequence and nucleotide sequence 
<400> 83 

ggt ggt ggt ggt teg ggt ggt ggt ggt teg ggt ggt ggc gga teg 45 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser 
5 10 15 

<210> 84 

<211> 823 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (12)... (809) 

<223> scl2B5, Single chain Fv 

<400> 84 

aagcttccac c atg gag ttt ggg ctg age tgg gtt ttc etc gtt get ctt 50 
Met Glu Phe Gly Leu Ser Trp Val Phe Leu Val Ala Leu 
1 5 10 

tta aga ggt gtc cag tgt cag gtg cag ctg gtg cag tot ggg gga ggc 98 
Leu Arg Gly Val Gin Cys Gin Val Gin Leu Val Gin Ser Gly Gly Gly 
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15 20 25 

ttg gtc egg ccc ggg ggg tec ctg agt etc tec tgt gca gtc tct gga L46 
Leu Val Arg Pro Gly Gly Ser Leu Ser Leu Ser Cys Ala Val Ser Gly 
30 35 40 45 

ate ace etc agg ace tac ggc atg cac tgg gtc cgc cag get cca ggc 194 
He Thr Leu Arg Thr Tyr Gly Met His Trp Val Arg Gin Ala Pro Gly 

50 55 60 

aag ggg ctg gag tgg gtg gca ggt ata tec ttt gac gga aga agt gaa 242 
Lys Gly Leu Glu Trp Val Ala Gly lie Ser Phe Asp Gly Arg Ser Glu 

65 70 75 

tac tat gca gac tec gtg cag ggc cga ttc acc ate tec aga gac agt 290 
Tyr Tyr Ala Asp Ser Val Gin Gly Arg Phe Thr He Ser Arg Asp Ser 

80 85 90 

tec aag aac acc ctg tat ctg caa atg aac age ctg aga gee gag gac 338 
Ser Lys Asn Thr Leu Tyr Leu Gin Met Asn Ser Leu Arg Ala Glu Asp 

95 100 105 

acg get gtg tat tac tgt gcg aga gga gca cat tat ggt ttc gat ate 386 
Thr Ala Val Tyr Tyr Cys Ala Arg Gly Ala His Tyr Gly Phe Asp He 
110 115 120 125 

tgg ggc caa ggg aca atg gtc acc gtc teg agt ggt ggt ggt ggt teg 434 
Trp .Gly Gin Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser 

130 135 140 

ggt ggt ggt ggt teg ggt ggt ggc gga teg gac ate cag atg acc cag 482 
Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Asp He Gin Met Thr Gin 

145 150 155 

tct cct tec acc ctg tct gca tct att gga gac aga gtc acc ate acc 530 
Ser Pro Ser Thr Leu Ser Ala Ser He Gly Asp Arg Val Thr He Thr 
160 165 170 
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tgc egg gec age gag ggt att tat cac tgg ttg gec tgg tat cag cag 578 
Cys Arg Ala Ser Glu Gly lie Tyr His Trp Leu Ala Trp Tyr Gin Gin 

175 180 185 

aag cca ggg aaa gec cct aaa etc ctg ate tat aag gee tct agt tta 626 
Lys Pro Gly Lys Ala Pro Lys Leu Leu He Tyr Lys Ala Ser Ser Leu 
190 195 200 205 

gee agt ggg gee cca tea agg ttc age ggc agt gga tct ggg aca gat 674 
Ala Ser Gly Ala Pro Ser Arg Phe Ser Gly Ser Gly Ser Gly Thr Asp 

210 215 220 

ttc act etc acc ate age age ctg cag cct gat gat ttt gca act tat 722 
Phe Thr Leu Thr He Ser Ser Leu Gin Pro Asp Asp Phe Ala Thr Tyr 

225 230 235 

TAC TGC CAA CAA TAT AGT AAT TAT CCG CTC ACT TTC GGC GGA GGG ACC 770 
Tyr Cys Gin Gin Tyr Ser Asn Tyr Pro Leu Thr Phe Gly Gly Gly Thr 

240 245 250 

aag ctg gag ate aaa gac tac aag gat gac gac gat aag tgataagegg c 820 
Lys Leu Glu He Lys Asp Tyr Lys Asp Asp Asp Asp Lys 

255 260 265 

cgc 823 

<210> 85 
<211> 114 
<212> PRT 
<213> Human 

<400> 85 

Gin Val Gin Leu Gin Gin Ser Gly Pro Gly Leu Val Lys Pro Ser Glu 
15 10 15 
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Thr Leu Ser Leu Thr Cys Thr Val Ser Gly Asp Ser lie Ser Ser Tyr 

20 25 30 

Tyr Trp Ser Trp He Arg Gin Pro Pro Gly Lys Gly Leu Glu Trp He 

35 40 45 

Gly Tyr lie Tyr Tyr Ser Gly Ser Thr Asn Tyr Asn Pro Ser Leu Lys 

50 55 60 

Ser Arg Val Thr He Ser Val Asp Thr Ser Lys Ser Gin Phe Ser Leu 
65 70 75 80 

Lys Leu Ser Ser Val Thr Ala Ala Asp Thr Ala Val Tyr Tyr Cys Ala 

85 90 95 

Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg Gly Thr Met Val Thr Val 
100 105 110 

Ser Ser 

<210> 86 

<211> 342 

<212> DNA 

<213> Human 

<400> 86 

caggtgcagc tgcagcagtc gggcccagga ctggtgaagc cttcggagac cctgtccctc 60 

acctgcactg tctctggtga ctccatcagt agttactact ggagctggat tcggcagccc 120 

ccagggaagg gactggagtg gattgggtat atctattaca gtgggagcac caactacaac 180 

ccctccctca agagtcgagt caccatatca gtagacacgt ccaagagcca gttctccctg 240 

aagctgagct ctgtgaccgc cgcagacacg gccgtgtatt actgtgcgag agggcggtac 300 

ttcgatgtct ggggccgtgg caccatggtc actgtctcct ca 342 



<210> 87 



WO 02/33072 



59/74 



PCT/JP01/09259 



<211> 57 

<212> DNA 

<213> Human 

<220> 

<221> CDS 

<222> (1)... (57) 

<223> reader sequence 

<308> GenBank No. AF062252 

<400> 87 

atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get ccc aga tgg 48 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala Pro Arg Trp 

15 10 15 

gtc ctg tec 57 
Val Leu Ser 

<210> 88 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH1 
<400> 88 

atgaaacatc tgtggttctt ccttctcctg gtggcagctc ccagatgggt cctgtcccag 60 
gtgcagctgc ageagteggg cccaggactg gtgaagcett cggagaccct 110 

<210> 89 
<211> 110 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<223> 12E10VH2 
<400> 89 

acccaatcca ctccagtccc ttccctgggg gctgccgaat ccagctccag tagtaactac 60 
tgatggagtc accagagaca gtgcaggtga gggacagggt ctccgaaggc 110 

<210> 90 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH3 
<400> 90 

tggagtggat tgggtatatc tattacagtg ggagcaccaa ctacaacccc tccctcaaga 60 
gtcgagtcac catatcagta gacacgtcca agagccagtt ctccctgaag 110 

<210> 91 
<211> 114 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VH4 
<400> 91 

tgaggagaca gtgaccatgg tgccacggcc ccagacatcg aagtaccgcc ctctcgcaca 60 
gtaatacacg gccgtgtctg cggcggtcac agagctcagc ttcagggaga actg 114 



<210> 92 
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<211> 32 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VHS, PCR primer 

<400> 92 

ttcaagcttc caccatgaaa catctgtggt tc 32 



<210> 93 

<211> 34 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VHA, PCR primer 

<400> 93 

ttgggatcca ctcacctgag gagacagtga ccat 34 

<210> 94 
<211> 426 
<212> DNA 
<213> Mus 
<220> 
<221> CDS 

<222> (12)... (417) 

<223> 12E10H, H chain V region 

<400> 94 

aagcttccac c atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 50 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
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1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 98 

Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag acc ctg tec etc ace tgc act gtc tct ggt 146 

Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 

30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 194 

Asp Ser He Ser Ser Tyr Tyr Trp Ser Trp He Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 242 

Lys Gly Leu Glu Trp He Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc acc ata tea gta gac acg tec 290 

Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr Ser 

80 85 90 

aag age cag ttc tec ctg aag ctg age tct gtg acc gee gca gac acg 338 

Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 

gee gtg tat tac tgt gcg aga ggg egg tac ttc gat gtc tgg ggc cgt 386 

Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 

110 115 120 ' 125 

ggc acc atg gtc act gtc tec tea ggtgagtgga tcccaa 426 

Gly Thr Met Val Thr Val Ser Ser 
130 



<210> 95 
<211> 110 
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<212> PRT 
<213> Mus 

<400> 95 

Ser Tyr Val Leu Thr Gin Pro Pro Ser Val Ser Gly Ser Pro Gly Gin 

15 10 15 

Ser lie Thr He Ser Cys Thr Gly Thr Ser Ser Asp Val Gly Gly Tyr 

20 25 30 

Asn Tyr Val Ser Trp Tyr Gin Gin His Pro Gly Lys Ala Pro Lys Leu 

35 40 45 

Met He Tyr Glu Gly Ser Lys Arg Pro Ser Gly Val Ser Asn Arg Phe 

50 55 60 

Ser Gly Ser Lys Ser Gly Asn Thr Ala Ser Leu Thr He Ser Gly Leu 
65 70 75 80 

Gin Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr Thr Thr Arg 

85 90 95 

Ser Thr Arg Val Phe Gly Gly Gly Thr Lys Leu Thr Val Leu 
100 105 110 

<210> 96 
<211> 330 
<212> DNA 
<213> Mus 

<400> 96 

tcctatgtgc tgactcagcc accctcggtg tcagggtctc ctggacagtc gatcaccatc 60 

tcctgcactg gaaccagcag tgacgttggt ggttataact atgtctcctg gtaccaacag 120 

cacccaggca aagcccccaa actcatgatt tatgagggca gtaaacggcc ctcaggggtt 180 
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tctaatcgct tctctggctc caagtctggc aacacggcct ccctgaccat ctctgggctc 240 
caggctgagg acgaggctga ttattactgc agctcatata caaccagaag cactcgggtg 300 
ttcggcggag ggaccaagct gaccgtccta 

<210> 97 
<211> 57 
<212> DNA 
<213> Human 
<220> 
<221> CDS 
<222> (1). . . (57) 
<223> reader sequence 
<310> 
<400> 97 

atg gcc tgg acc gtt etc etc etc ggc etc etc tct cac tgc aca ggc 
Met Ala Trp Thr Val Leu Leu Leu Gly Leu Leu Ser His Cys Thr Gly 

15 10 15 

tct gtg acc 
Ser Val Thr 

<210> 98 

<211> 110 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL1, PCR primer 

<400> 98 

atggcctgga ccgttctcct cctcggcctc ctctctcact gcacaggctc tgtgacctcc 60 



48 



57 
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tatgtgctga ctcagccacc ctcggtgtca gggtctcctg gacagtcgat 

<210> 99 
<211> 62 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL2, PCR primer 
<400> 99 

tcatgagttt gggggctttg cctgggtgct gttggtacca ggagacatag ttataaccac 
caacgtcact gctggttcca gtgcaggaga tggtgatcga ctgtccagga 

<210> 100 
<211> 110 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL3, PCR primer 
<400> 100 

cccccaaact catgatttat gagggcagta aacggccctc aggggtttct aatcgcttct 60 
ctggctccaa gtctggcaac acggcctccc tgaccatctc tgggctccag 110 

<210> 101 
<211> 102 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VL4, PCR primer 
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<400> 101 

taggacggtc agcttggtcc ctccgccgaa cacccgagtg cttctggttg tatatgagct 60 
gcagtaataa tcagcctcgt cctcagcctg gagcccagag at 102 



<210> 102 
<211> 31 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VLS, PCR primer 
<400> 102 

atcaagcttc caccatggcc tggaccgttc t 31 



<210> 103 

<211> 36 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10VLA, PCR primer 

<400> 103 

ctaggatccg ggctgaccta ggacggtcag cttggt 36 



<210> 104 

<211> 387 

<212> DNA 

<213> Mus 
<220> 

<221> CDS 
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<222> (1). . . (387) 

<223> 12E10L, L chain V region 

<310> 

<400> 104 

atg gcc tgg acc gtt etc etc etc ggc etc etc tct cac tgc aca ggc 48 
Met Ala Trp Thr Val Leu Leu Leu Gly Leu Leu Ser His Cys Thr Gly 

1 5 10 15 

tct gtg acc tec tat gtg ctg act cag cca ccc teg gtg tea ggg tct 96 
Ser Val Thr Ser Tyr Val Leu Thr Gin Pro Pro Ser Val Ser Gly Ser 

20 25 30 

cct gga cag teg ate acc ate tec tgc act gga acc age agt gac gtt 144 
Pro Gly Gin Ser He Thr He Ser Cys Thr Gly Thr Ser Ser Asp Val 

35 40 45 

ggt ggt tat aac tat gtc tec tgg tac caa cag cac cca ggc aaa gcc 192 
Gly Gly Tyr Asn Tyr Val Ser Trp Tyr Gin Gin His Pro Gly Lys Ala 

50 55 60 

ccc aaa etc atg att tat gag ggc agt aaa egg ccc tea ggg gtt tct 240 
Pro Lys Leu Met He Tyr Glu Gly Ser Lys Arg Pro Ser Gly Val Ser 
65 70 75 80 

aat cgc ttc tct ggc tec aag tct ggc aac acg gcc tec ctg acc ate 288 
Asn Arg Phe Ser Gly Ser Lys Ser Gly Asn Thr Ala Ser Leu Thr He 

85 90 95 

tct ggg etc cag get gag gac gag get gat tat tac tgc age tea tat 336 
Ser Gly Leu Gin Ala Glu Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr 

100 105 110 

Aca acc aga age act egg gtg ttc ggc gga ggg acc aag ctg acc gtc 384 
Thr Thr Arg Ser Thr Arg Val Phe Gly Gly Gly Thr Lys Leu Thr Val 
115 120 125 
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eta 387 
Leu 

<210> 105 
<211> 24 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (1).. . (24) 

<223> FLAG, reader sequence 

<400> 105 

gac tac aag gat gac gac gat aag 24 
Asp Tyr Lys Asp Asp Asp Asp Lys 

<210> 106 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10S, PCR primer 
<400> 106 

tatgaattcc accatgaaac atctgtggtt 30 

<210> 107 
<211> 38 
<212> DNA 

<213> Artificial Sequence 



WO 02/33072 PCT/JP01/09259 

69/74 

<220> 

<223> DB2, PCR primer 
<400> 107 

taggagctac cgcctccacc tgaggagaca gtgaccat 38 

<210> 108 
<211> 44 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> DB1, PCR primer 
<400> 108 

gtctcctcag gtggaggcgg tagctcctat gtgctgactc agcc 44 

<210> 109 
<211> 59 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> 12E10FA, PCR primer 
<400> 109 

attgcggccg cttatcactt atcgtcgtca tccttgtagt ctaggacggt cagcttggt 59 

<210> 110 

<211> 792 

<212> DNA 

<213> Artificial Sequence 
<220> 
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<221> CDS 

<222> (11)... (778) 

<223> 12E10, Single chain Fv 

<400> 110 

gaattccacc atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 49 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 97 
Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag acc ctg tec etc acc tgc act gtc tct ggt 145 
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 
30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 193 
Asp Ser He Ser Ser Tyr Tyr Trp Ser Trp lie Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 241 
Lys Gly Leu Glu Trp lie Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc acc ata tea gta gac acg tec 289 
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr Ser 

80 85 90 

aag age cag ttc tec ctg aag ctg age tct gtg acc gec gca gac acg 337 
Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 

gec gtg tat tac tgt gcg aga ggg egg tac ttc gat gtc tgg ggc cgt 385 
Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 
110 115 120 125 
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ggc acc atg gtc act gtc tec tea ggt gga ggc ggt age tec tat gtg 433 
Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser Ser Tyr Val 

130 135 140 

ctg act cag cca ccc teg gtg tea ggg tct cct gga cag teg ate acc 481 
Leu Thr Gin Pro Pro Ser Val Ser Gly Ser Pro Gly Gin Ser He Thr 

145 150 155 

ate tec tgc act gga acc age agt gac gtt ggt ggt tat aac tat gtc 529 
lie Ser Cys Thr Gly Thr Ser Ser Asp Val Gly Gly Tyr Asn Tyr Val 

160 165 170 

tec tgg tac caa cag cac cca ggc aaa gee ccc aaa etc atg att tat 577 
Ser Trp Tyr Gin Gin His Pro Gly Lys Ala Pro Lys Leu Met He Tyr 

175 180 185 

gag ggc agt aaa egg ccc tea ggg gtt tct aat cgc ttc tct ggc tec 625 
Glu Gly Ser Lys Arg Pro Ser Gly Val Ser Asn Arg Phe Ser Gly Ser 
190 195 200 205 

aag tct ggc aac acg gee tec ctg acc ate tct ggg etc cag get gag 673 
Lys Ser Gly Asn Thr Ala Ser Leu Thr lie Ser Gly Leu Gin Ala Glu 

210 215 220 

gac gag get gat tat tac tgc age tea tat aca acc aga age act egg 721 
Asp Glu Ala Asp Tyr Tyr Cys Ser Ser Tyr Thr Thr Arg Ser Thr Arg 

225 230 235 

gtg ttc ggc gga ggg acc aag ctg acc gtc eta gac tac aag gat gac 769 
Val Phe Gly Gly Gly Thr Lys Leu Thr Val Leu Asp Tyr Lys Asp Asp 

240 245 250 

gac gat aag tgataagegg cege 792 
Asp Asp Lys 
255 
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<210> 111 
<211> 62 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> sc4. 3, PCR primer 
<400> 111 

ggtggctgag tcagcacata ggacgatccg ccaccacccg aaccaccacc acccgaacca 60 
cc 62 

<210> 112 
<211> 61 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> scl. 3, PCR primer 
<400> 112 

gcaccatggt cactgtctcc tcaggtggtg gtggttcggg tggtggtggt tcgggtggtg 60 
g 61 

<210> 113 
<211> 822 
<212> DNA 

<213> Artificial Sequence 

<220> 

<221> CDS 

<222> (11)... (807) 

<223> scl2E10, Single chain Fv 
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<400> 113 

gaattccacc atg aaa cat ctg tgg ttc ttc ctt etc ctg gtg gca get 49 
Met Lys His Leu Trp Phe Phe Leu Leu Leu Val Ala Ala 
1 5 10 

ccc aga tgg gtc ctg tec cag gtg cag ctg cag cag teg ggc cca gga 97 
Pro Arg Trp Val Leu Ser Gin Val Gin Leu Gin Gin Ser Gly Pro Gly 

15 20 25 

ctg gtg aag cct teg gag ace ctg tec etc acc tgc act gtc tct ggt 145 
Leu Val Lys Pro Ser Glu Thr Leu Ser Leu Thr Cys Thr Val Ser Gly 
30 35 40 45 

gac tec ate agt agt tac tac tgg age tgg att egg cag ccc cca ggg 193 
Asp Ser He Ser Ser Tyr Tyr Trp Ser Trp He Arg Gin Pro Pro Gly 

50 55 60 

aag gga ctg gag tgg att ggg tat ate tat tac agt ggg age acc aac 241 
Lys Gly Leu Glu Trp lie Gly Tyr He Tyr Tyr Ser Gly Ser Thr Asn 

65 70 75 

tac aac ccc tec etc aag agt cga gtc acc ata tea gta gac acg tec 289 
Tyr Asn Pro Ser Leu Lys Ser Arg Val Thr He Ser Val Asp Thr Ser 

80 85 90 

aag age cag ttc tec ctg aag ctg age tct gtg acc gee gca gac acg 337 
Lys Ser Gin Phe Ser Leu Lys Leu Ser Ser Val Thr Ala Ala Asp Thr 

95 100 105 

gee gtg tat tac tgt gcg aga ggg egg tac ttc gat gtc tgg ggc cgt 385 
Ala Val Tyr Tyr Cys Ala Arg Gly Arg Tyr Phe Asp Val Trp Gly Arg 
110 115 120 125 

ggc acc atg gtc act gtc tec tea ggt ggt ggt ggt teg ggt ggt ggt 433 
Gly Thr Met Val Thr Val Ser Ser Gly Gly Gly Gly Ser Gly Gly Gly 
130 135 140 
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ggt teg ggt ggt ggc gga teg tec tat gtg ctg act cag cca cce teg 481 
Gly Ser Gly Gly Gly Gly Ser Ser Tyr Val Leu Thr Gin Pro Pro Ser 

145 150 155 

gtg tea ggg tct cct gga cag teg ate ace ate tec tgc act gga ace 529 
Val Ser Gly Ser Pro Gly Gin Ser He Thr lie Ser Cys Thr Gly Thr 

160 165 170 

age agt gac gtt ggt ggt tat aac tat gtc tec tgg tac caa cag cac 577 
Ser Ser Asp Val Gly Gly Tyr Asn Tyr Val Ser Trp Tyr Gin Gin His 

175 180 185 

cca ggc aaa gee ccc aaa etc atg att tat gag ggc agt aaa egg cce 625 
Pro Gly Lys Ala Pro Lys Leu Met He Tyr Glu Gly Ser Lys Arg Pro 
190 195 200 205 

tea ggg gtt tct aat cgc ttc tct ggc tec aag tct ggc aac acg gec 673 
Ser Gly Val Ser Asn Arg Phe Ser Gly Ser Lys Ser Gly Asn Thr Ala 

210 215 220 

tec ctg acc ate tct ggg etc cag get gag gac gag get gat tat tac 721 
Ser Leu Thr He Ser Gly Leu Gin Ala Glu Asp Glu Ala Asp Tyr Tyr 

225 230 235 

tgc age tea tat aca acc aga age act egg gtg ttc ggc gga ggg acc 769 
Cys Ser Ser Tyr Thr Thr Arg Ser Thr Arg Val Phe Gly Gly Gly Thr 

240 245 250 

aag ctg acc gtc eta gac tac aag gat gac gac gat aag tgataagegg 818 
Lys Leu Thr Val Leu Asp Tyr Lys Asp Asp Asp Asp Lys 

255 260 265 

cege 822 
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